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SURYLGHVDYLHZRIWKHUDQJHRIPRWLRQWKDWLQGLYLGXDO
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Functional RNA levels are regulated by  
processing and degradation machineries 
 
 7KHVWHDG\VWDWHDEXQGDQFHRIPDWXUH51$LVGLUHFWO\OLQNHGWRJHQHH[SUHVVLRQ
DQGFHOOIXQFWLRQ0XQVN\HWDO,QUHVSRQVHWRFHOOXODUVLJQDOVDQGHQYLURQPHQWDO
VWLPXOLWKHFHOOUHJXODWHVWKHFRS\QXPEHURISURWHLQFRGLQJP51$WUDQVFULSWVDYDLODEOH
WRWUDQVODWLRQDOSURFHVVHVLQDQDGDSWDEOHDQGFRQWUROOHGPDQQHUDOORZLQJIRUTXLFNDQG
UHSURGXFLEOHDOWHUDWLRQRIJHQHH[SUHVVLRQ$YDULHW\RISURFHVVHVWKDWHQKDQFH
WUDQVFULSWLRQDQGRU51$SURFHVVLQJLQFUHDVHIXQFWLRQDOP51$FRS\QXPEHUZKHUHDV
GHJUDGDWLRQSDWKZD\VDUHXWLOL]HGWRWXUQRYHUP51$WKDWLVQRORQJHUQHHGHGRUQRQ
IXQFWLRQDO6FKDHIIHUHWDO6FKRHQEHUJDQG0DTXDW,QWHUHVWLQJO\RQO\D
VPDOOSRUWLRQRIWKHKXPDQJHQRPHFRGHVIRUSURWHLQVKRZHYHUPRVWRIWKHJHQRPHLV
WUDQVFULEHGLQWR51$%LFNHODQG0RUULV6WUXKO:LOOLQJKDPDQG*LQJHUDV
0DQ\RIWKHVHQRQFRGLQJ51$VLQFOXGLQJW51$VU51$VVQ51$VDQG
VQR51$VDUHDOVRKHDYLO\LQYROYHGLQWKHUHJXODWLRQRIJHQHH[SUHVVLRQ&ROOLQV
&R\DQG9DVLOMHYD=KDQJHWDO
 0DWXUH51$OHYHOVFRGLQJDQGQRQFRGLQJDUHWLJKWO\UHJXODWHGE\PDQ\
SURFHVVLQJHYHQWVWKDWDUHUHTXLUHGWR\LHOGFRUUHFWO\IROGHGDQGIXOO\IXQFWLRQDO51$
%HUQVWHLQDQG7RWK:KHQDIXQFWLRQDO51$LVQRORQJHUQHHGHGRULILWLV
LQFRUUHFWO\SURFHVVHGLWLVGHJUDGHGE\51$WXUQRYHUPDFKLQHULHV)DVNHQDQG&RUEHWW
6FKDHIIHUHWDO:ROLQHWDO)XUWKHUPRUH51$VXUYHLOODQFH
PHFKDQLVPVDUHGHGLFDWHGWRWKHGHJUDGDWLRQRIDEHUUDQWO\WUDQVFULEHGRUPRGLILHG51$V
 
 
DQGSRRUO\DVVHPEOHGULERQXFOHRSURWHLQFRPSOH[HV513VLQRUGHUWRNHHSXQQHHGHG
51$VIURPLQWHUIHULQJZLWKQRUPDOJHQHIXQFWLRQDQGUHJXODWLRQ'RPDDQG3DUNHU
+RXVHOH\DQG7ROOHUYH\/HEUHWRQDQG6HUDSKLQ0D]]RQLDQG
)DOFRQH:ROLQHWDO7KHLPSRUWDQFHRIPDLQWDLQLQJWKHLQWHJULW\RI51$
LVKLJKOLJKWHGE\GLVHDVHVWDWHVLQFOXGLQJFDQFHUFRQJHQLWDOGLVHDVHVDQG
QHXURGHJHQHUDWLYHGLVHDVHVWKDWDUHFDXVHGE\GHIHFWVLQ51$SURFHVVLQJWXUQRYHUDQG
VXUYHLOODQFH$VWXWLHWDO%UXVHUXG)DEUHHWDO1HOVRQDQG.HOOHU
6WDDOVDQG3UXLMQ:DQHWDO

The RNA exosome is a central player in RNA  
processing, turnover, and surveillance 
 ,QHXNDU\RWHVDFHQWUDOFRPSRQHQWWRSURFHVVLQJWXUQRYHUDQGVXUYHLOODQFH
SDWKZD\VLVWKH51$H[RVRPH$OOPDQJHWDOE%ULJJVHWDO%XWOHU
/HEUHWRQDQG6HUDSKLQ/\NNH$QGHUVHQHWDO0LWFKHOOHWDO
0LWFKHOOHWDO7KHH[RVRPHLVORFDWHGLQWKHQXFOHROXVQXFOHXVDQGF\WRSODVP
ZKHUHLWDFWVRQYLUWXDOO\DOO51$VWKDWUHTXLUH¶HQGULERQXFOHRO\VLV/XEDVHWDO
/\NNH$QGHUVHQHWDO,QWKHF\WRSODVPWKHH[RVRPHLVXWLOL]HGLQJHQHUDOP51$
WXUQRYHU$QGHUVRQDQG3DUNHU6FKDHIIHUHWDOYDQ+RRIHWDOEDQG
LQWKHVXUYHLOODQFHDQGUHPRYDORIP51$VWKDWKDYHEHHQDEHUUDQWO\WUDQVSRUWHGWRWKH
F\WRSODVPRUDUHLQFRUUHFWO\SURFHVVHG'RPDDQG3DUNHU+LOOHUHQDQG3DUNHU
,VNHQDQG0DTXDW0LWFKHOODQG7ROOHUYH\7DUJHWVRIWKHF\WRSODVPLF
H[RVRPHDOVRLQFOXGH51$VZLWK$8ULFKHOHPHQWVDQGWKHE\SURGXFWVRI51$
LQWHUIHUHQFH*KHU]LHWDO0XNKHUMHHHWDO2UEDQDQG,]DXUUDOGH
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)XUWKHUPRUHWKHF\WRSODVPLFH[RVRPHLVSURSRVHGWRGHJUDGHLQYDGLQJYLUDO51$LQ
LQQDWHLPPXQHUHVSRQVHV6FKDHIIHUHWDO7RKHWDO:LGQHUDQG:LFNQHU

 7KHQXFOHDUH[RVRPHLVUHTXLUHGIRUWKHGHJUDGDWLRQRIDSOHWKRUDRI51$
VSHFLHV7KHVHLQFOXGHE\SURGXFWVRI51$SURFHVVLQJHYHQWVLQFRUUHFWO\SURFHVVHGRU
K\SRPRGLILHG51$V%RXVTXHW$QWRQHOOLHWDO+LOOHUHQHWDO.DGDEDHW
DO0LOOLJDQHWDO7RUFKHWHWDO:DQJHWDOE51$VWKDWIDLO
WRIROGFRUUHFWO\RUDVVRFLDWHSURSHUO\ZLWKLQULERQXFOHLFSURWHLQFRPSOH[HV513V
$VVHQKROWHWDO/LEULHWDO5RXJHPDLOOHHWDODQGVHYHUDOVSHFLHV
WKDWDULVHIURP³SHUYDVLYH´WUDQVFULSWLRQ%HORVWRWVN\&KHQHWDO/XEDVHW
DO1HLOHWDO3UHNHUHWDOYDQ%DNHODQG+XJKHV:\HUVHWDO
)XUWKHUPRUHWKHH[RVRPHLVUHTXLUHGIRUWKH¶HQGSURFHVVLQJRIU51$V
VQ51$VDQGVQR51$V$OOPDQJHWDODGHOD&UX]HWDO6X]XNLHWDO
YDQ+RRIHWDODDQGJHQHUDOQXFOHDUP51$WXUQRYHU%RXVTXHW$QWRQHOOL
HWDO*XRHWDO

The eukaryotic exosome resembles archaeal  
and bacterial RNA degrading complexes 
 7KHHXNDU\RWLF51$H[RVRPHLVFRPSRVHGRIDQLQYDULDEOHQLQHVXEXQLWFRUHWKDW
IRUPVDULQJOLNHVWUXFWXUHZLWKDFHQWUDOFKDQQHO6L[RIWKHVHSURWHLQV5US5US
5US5US5USDQG0WUFRQWDLQ51DVH3+GRPDLQVDQGDVVHPEOHLQWRD
KH[DPHULFVWUXFWXUHWKDWLVFDSSHGE\WKUHHSURWHLQV5US5USDQG&VOWKDWFRQWDLQ
51$ELQGLQJ6DQG.+GRPDLQV-DQXV]\NDQG/LPD/LXHWDO/\NNH
 
 
$QGHUVHQHWDO0DOHWHWDO7KHH[RVRPHFRUHDUFKLWHFWXUHLVUHPLQLVFHQW
RIDQDORJRXV51$GHJUDGLQJFRPSOH[HVIRXQGLQWKHRWKHUGRPDLQVRIOLIHQDPHO\WKH
DUFKDHDOH[RVRPHEDFWHULDO51DVH3+DQGWKHSRO\ULERQXFOHRWLGHSKRVSKRU\ODVH
313DVHRIWKHEDFWHULDODQGRJDQHOODUGHJUDGRVRPH%RURZVNLHWDO/LQ&KDRHW
DO/\NNH$QGHUVHQHWDO&RQWUDU\WRZKDWLVREVHUYHGLQWKHDUFKDHDO
EDFWHULDODQGRUJDQHOODUPDFKLQHULHVWKHKXPDQDQG\HDVW51$H[RVRPHFRUHLV
FDWDO\WLFDOO\LQDFWLYHGXHWRFKDQJHVLQFUXFLDOUHVLGXHVRIWKH51$VH3+GRPDLQ
/\NNH$QGHUVHQHWDO&DWDO\WLFULERQXFOHDVHDFWLYLW\LVDFTXLUHGWKURXJK
DVVRFLDWLRQZLWK¶¶H[RQXFOHDVHV5US'LVDQG5US%RQQHDXHWDO%ULJJVHW
DO%XWOHUDQG0LWFKHOO/RUHQW]HQHWDO0DPROHQDQG$QGUXOLV
5US'LVDOVRFRQWDLQVHQGRQXFOHDVHDFWLYLW\WKDWLVSURYLGHGE\DQDFFHVVRU\
3,1GRPDLQ/HEUHWRQHWDO0DPROHQHWDO6FKDHIIHUHWDO
6FKQHLGHUHWDO
 'HSHQGLQJRQWKHRUJDQLVPDQGFHOOXODUORFDOL]DWLRQWKHDVVRFLDWLRQG\QDPLFVRI
WKHH[RVRPHFRUHZLWK5US'LVDQG5USRUWKHLUUHVSHFWLYHKRPRORJVFDQYDU\
)LJXUH&ULVWRGHURHWDO/LXHWDO/\NNH$QGHUVHQHWDO)RU
H[DPSOHLQEXGGLQJ\HDVWWKHQXFOHDUH[RVRPHDVVRFLDWHVZLWKERWK5USDQG5US'LV
ZKHUHDVWKHF\WRVROLFH[RVRPHRQO\DVVRFLDWHVZLWK5US$OOPDQJHWDOE/LXHW
DO6FKDHIIHUHWDO,QKXPDQVDGLIIHUHQWW\SHRIDVVRFLDWLRQH[LVWV7KH
5USKRPRORJK553LVREVHUYHGLQDVVRFLDWLRQZLWKHYHU\NQRZQH[RVRPHYDULDQW
ZKHUHDVWKHWZR5US'LVKRPRORJVRQHWKDWSRVVHVVHVERWKH[RDQGHQGRQXFOHDVH
DFWLYLWLHVK',6DQGDQRWKHUWKDWFRQWDLQVRQO\H[RQXFOHDVHDFWLYLW\K',6/GRQRW
 
 

Figure 1-1. 0DQ\H[RVRPHYDULDQWVDQGH[RVRPHDFWLYDWLQJFRPSOH[HVH[LVWLQWKHFHOO
7KHFRUHH[RVRPHJUH\DVVRFLDWHVZLWKGLIIHUHQWQXFOHDVHVSDFPDQVDQGLQWHUDFWV
ZLWKGLIIHUHQWDFWLYDWLQJFRPSOH[HVGHSHQGLQJRQFHOOXODUORFDOL]DWLRQDQGRUJDQLVP,Q
\HDVWWRSWKHFRUHDVVRFLDWHVZLWK5USDQG5USLQWKHQXFOHXVDQGRQO\5USLQWKH
F\WRSODVP,QKXPDQVERWWRPWKHFRUHH[RVRPHDVVRFLDWHVZLWKKXPDQ5USK5US
WKURXJKRXWWKHFHOODQGDVVRFLDWHVZLWKGLIIHUHQW5USOLNHK',6K',6/QXFOHDVHV
GHSHQGHQWRQORFDOL]DWLRQ6HYHUDOGLYHUVHH[RVRPHDFWLYDWLQJFRPSOH[HVUHVLGHLQ
GLIIHUHQWFHOOXODUORFDOL]DWLRQV7KH\LQFOXGHWKH75$03QXFOHROXV75$03
QXFOHXVDQG6.,F\WRSODVPFRPSOH[HVLQ\HDVWDQGWKHKXPDQYHUVLRQRI75$03
QXFOHROXVDQG6.,F\WRSODVPDVZHOODVWKHUHFHQWO\GLVFRYHUHG1(;7QXFOHXV
FRPSOH[1RWDEO\WKH6NLOLNHKHOLFDVHV0WUDQG6NLDUHFHQWUDOFRPSRQHQWVRI
H[RVRPHDFWLYDWLQJDVVHPEOLHV
 
 
DVVRFLDWHZLWKWKHQXFOHRODUH[RVRPH/XEDVHWDO6WDDOVHWDO7RPHFNLHW
DO,WLVXQFOHDUZK\GLIIHUHQWH[RQXFOHDVHVDUHDVVRFLDWHGZLWKWKHH[RVRPHLQD
ORFDOL]DWLRQGHSHQGHQWPDQQHU+RZHYHULWPD\EHGXHWRVSHFLILFFKDUDFWHULVWLFVRI
WDUJHWHG51$VLQWKRVHDUHDV

The exosome requires cofactors for in vivo 
 activity 
 1XFOHDVHFRPSOH[HVLQFOXGLQJWKH51$H[RVRPHFRPPRQO\UHTXLUH51$
ELQGLQJDQGPRGLI\LQJHQ]\PHFRIDFWRUVWRHIIHFWLYHO\UHFUXLWDQGVKDSHVXEVWUDWHVLQD
PDQQHUWKDWPDNHVWKHPDFFHVVLEOHWRK\GURO\WLFDFWLYHVLWHV+RXVHOH\DQG7ROOHUYH\
/LQ&KDRHWDO/\NNH$QGHUVHQHWDO)RUH[DPSOHWKHKH[DPHULF
313DVHRIWKHE. coliGHJUDGDVRPHDVVRFLDWHVGLUHFWO\ZLWKD'($'ER[51$KHOLFDVH
5KO%DQGSRVVLEO\ZLWKWKHSRO\$SRO\PHUDVH3$33\HWDO3\HWDO
5D\QDODQG&DUSRXVLV;XDQG&RKHQ7KHKHOLFDVHDFWLYLW\RI5KO%LV
WKRXJKWWRXQZLQGVHFRQGDU\VWUXFWXUHDQGRUGLVSODFHDVVRFLDWHGSURWHLQVIURPFRPSOH[
51$VXEVWUDWHVZKLOHWKHDGGLWLRQRIQRQVWUXFWXUHGROLJR$WDLOVE\3$3LVSURSRVHG
WRSURYLGHDODQGLQJSDGIRU313DVHELQGLQJDQGQXFOHRO\WLFDWWDFN/\NNH$QGHUVHQHW
DO7KH51$H[RVRPHXWLOL]HVVHYHUDOFRIDFWRUVDQGSURWHLQFRPSOH[HVIRUin 
vivo DFWLYDWLRQDQGVXEVWUDWHUHFUXLWPHQW)LJXUHUHYLHZHGLQ$QGHUVRQDQG:DQJ
+RXVHOH\DQG7ROOHUYH\/HEUHWRQDQG6HUDSKLQ/\NNH$QGHUVHQHW
DO6FKPLGDQG-HQVHQ7KHVHLQFOXGHODUJHFRPSOH[HVWKDWFRQWDLQGLYHUVH
HQ]\PDWLFDFWLYLWLHVVXFKDVWKH&FUQRWFRPSOH[WKH1UG1DEFRPSOH[WKH75$03
FRPSOH[WKH))&DQGWKH1(;7FRPSOH[DVZHOODVLQGHSHQGHQWFRIDFWRUVWKDW
 
 
DVVRFLDWHGLUHFWO\ZLWKWKHQXFOHDVHVOLNH5USDQG0SS%DNHUHWDO%XWOHUDQG
0LWFKHOO&ROODUWDQG3DQDVHQNR1RUEXU\2IDOOWKHPDQ\FRIDFWRUV
LQYROYHGWKHSDWKZD\VRIQXFOHDUH[RVRPHDFWLYDWLRQWKH6NLOLNH51$KHOLFDVHV0WU
DQG6NLDSSHDUWREHWKHJDWHNHHSHUVRIGHJUDGDWLRQ

Mtr4 is a member of several exosome  
activating complexes 
 0WULVDFRQVHUYHGDQGHVVHQWLDO6NLOLNH51$KHOLFDVHWKDWLVDPDMRUDFWLYDWRU
RIWKHQXFOHDUH[RVRPHGHOD&UX]HWDO/LDQJHWDO$OWKRXJK0WUPD\
VWLPXODWHWKHH[RVRPHLQGHSHQGHQWO\/D&DYDHWDOLWLVDPDMRUFRPSRQHQWRI
VHYHUDOH[RVRPHDFWLYDWLQJFRPSOH[HV)LJXUH,QEXGGLQJ\HDVW0WULVWKHODUJHVW
SURWHLQRIWKH75$037UI$LU0WU3RO\DGHQ\ODWLRQFRPSOH[/D&DYDHWDO
9DQDFRYDHWDO:\HUVHWDOZKLFKWDJV51$VXEVWUDWHVIRUGHJUDGDWLRQE\
DSSHQGLQJVPDOOaQWSRO\$WDLOVWKURXJKWKHFRPELQHGDFWLYLWLHVRIWKH51$ELQGLQJ
]LQFNQXFNOH$LUSURWHLQDQGWKHSRO\$SRO\PHUDVH7UI9DQDFRYDHWDO7KH
GHOLYHU\RIWDJJHGVXEVWUDWHVWRWKHH[RVRPHIRUGHFD\UHTXLUHV0WUZKLFKZKHQ
PXWDWHGRUUHGXFHGFDXVHVDEXLOGXSRISRO\DGHQ\ODWHG51$V/LDQJHWDO
9DQDFRYDHWDO75$037UI$LU0WU3RO\DGHQ\ODWLRQDQDQDORJRXV\HDVW
FRPSOH[VLPLODUO\WDUJHWV51$VIRUGHFD\EXWORFDOL]HVSUHGRPLQDQWO\WRWKHQXFOHROXV
'H]HWDO'H]HWDO+RXVHOH\DQG7ROOHUYH\5RXJHPDLOOHHWDO
6DQ3DRORHWDO:HU\HWDO1RWDEO\WKHF\WRVROLFKRPRORJRI
0WU6NLIRUPVDTXDWHUQDU\FRPSOH[FDOOHGWKH6NLFRPSOH[FRPSRVHGRIWKH51$
KHOLFDVH6NLZLWKWZR6NLSURWHLQVFRQWDLQLQJD:'UHSHDWIROGDQGDWHWUDWULFRSHSWLGH
 
 
UHSHDWSURWHLQ6NL%URZQHWDO6FKDHIIHUHWDO6\QRZVN\DQG+HFN
:KLOH6NLKLJKO\UHVHPEOHV0WUDQGOLNHO\SUHVXPHVDVLPLODUIXQFWLRQLQ

Figure 1-2. $FWLYDWLRQRIWKH51$H[RVRPHE\WKH75$03FRPSOH[7KH75$03
FRPSOH[DFWVRQ51$VXEVWUDWHVUHVSUHVHQWHGE\WKHOLQHE\ILUVWGLVWLQJXLVKLQJDQRQ
IXQFWLRQDO51$IURPIXQFWLRQDO51$V51$VXEVWUDWHVDUHWDJJHGIRUGHJUDGDWLRQYLD
WKHSRO\DGHQ\ODWLRQDFWLYLW\RI7UIDQGDUHGHOLYHUHGWRWKHH[RVRPHIRU¶HQGGHFD\YLD
WKHXQZLQGLQJDFWLYLW\RI0WU


 
 
H[RVRPHDFWLYDWLRQWKHDFWLYLWLHVRI6NLDQG6NLDUHQRWHTXLYDOHQWWR7UIDQG$LU
GHPRQVWUDWLQJWKDWGLVWLQFWFRIDFWRUFRPSOH[HVDUHXWLOL]HGE\WKHFHOOGHSHQGLQJRQ
ORFDOL]DWLRQVHH)LJXUH
 /LNHZLVHRWKHURUJDQLVPVGLVSOD\YDULDWLRQLQ0WUFRQWDLQLQJH[RVRPH
DFWLYDWLQJFRPSOH[HVLQDORFDWLRQGHSHQGHQWPDQQHU+XPDQ0WUDVVRFLDWHVZLWKD
KRPRORJRXV75$03FRPSOH[WKDWUHVLGHVLQWKHQXFOHROXVDVZHOODVWKH1(;71XFOHDU
([RVRPH7DUJHWLQJFRPSOH[ZKLFKLVIRXQGH[FOXVLYHO\LQWKHQXFOHXV)LJXUH
/XEDVHWDO1RUEXU\,WLVXQFOHDUZK\VXFKDYDULHW\RIFRPSOH[HVDUH
XWLOL]HGWRDFWLYDWHWKHH[RVRPHKRZHYHUWKHUDWLRQDOHPD\EHUHODWHGWRGLIIHUHQFHVLQ
WKH51$VXEVWUDWHVEHLQJVXUYH\HGDQGWKHVSHFLILFFKDUDFWHULVWLFVH[SUHVVHGE\GLVWLQFW
H[RVRPHFRPSOH[HVWKDWDUHDOVRGLIIHUHQWLDWHGEDVHGRQFHOOXODUORFDOL]DWLRQ/XEDVHW
DO1RWDEO\WKHDVVRFLDWLRQRID6NLOLNH51$KHOLFDVH0WURU6NLLVD
FRPPRQIHDWXUHREVHUYHGLQDOPRVWDOONQRZQH[RVRPHDFWLYDWLQJFRPSOH[HV,WLV
SURSRVHGWKDWWKHKHOLFDVHDFWLYLW\RI0WUSURPRWHVH[RVRPDOGHFD\E\XQZLQGLQJ
VHFRQGDU\VWUXFWXUHDQGGLVSODFLQJERXQGSURWHLQVIURP51$WUDQVFULSWV)LJXUH
$QGHUVRQDQG:DQJ+RXVHOH\DQG7ROOHUYH\/\NNH$QGHUVHQHWDO


Structural information regarding Mtr4  
and related exosome cofactors is lacking 
 :KHQWKHZRUNGHVFULEHGLQWKLVGLVVHUWDWLRQEHJDQDODUJHDPRXQWRIVWUXFWXUDO
DQGELRFKHPLFDOLQIRUPDWLRQZDVDYDLODEOHUHJDUGLQJWKH51$H[RVRPHFRUHDQG
DVVRFLDWHGQXFOHDVHV%XWOHU-DQXV]\NDQG/LPD/\NNH$QGHUVHQHWDO
 
 
+RZHYHUWKHUHZDVOLWWOHWRQRVWUXFWXUDOLQIRUPDWLRQUHJDUGLQJ0WU6NLRU
DQ\75$03FRPSOH[FRPSRQHQWV7KHVWUXFWXUDOLQIRUPDWLRQDYDLODEOHZDVOLPLWHGWR
DPLQRDFLGVHTXHQFHDOLJQPHQWVZLWKSURWHLQVZLWKNQRZQVWUXFWXUHV7KHVHTXHQFHRI
0WUGHPRQVWUDWHGWKHSUHVHQFHRIWKH5HF$OLNHGRPDLQVDQGWKDWFRQWDLQWKH
FDQRQLFDOKHOLFDVHPRWLIVUHTXLUHGIRU$73DVHDQGKHOLFDVHDFWLYLW\GHOD&UX]HWDO
/LDQJHWDO7KHVHUHJLRQVZHUHSUHGLFWHGWRDOLJQZLWKWKH5HF$IROGVRI
WKH6NLOLNHKHOLFDVH+HOIRUZKLFKWKHUHZHUH[UD\FU\VWDOVWUXFWXUHVDYDLODEOH
%XWWQHUHWDO2\DPDHWDO5LFKDUGVHWDO=KDQJHWDO7KH
UHPDLQLQJ&WHUPLQDOVHTXHQFHRI0WULQFOXGLQJWKHUHJLRQGHVFULEHGDVD'6+&7
'RE6NL+HO<&WHUPLQDOGRPDLQ6WDXEHWDOGLGQRWDOLJQZLWKDQ\NQRZQ
VWUXFWXUDOIHDWXUH7KHODFNRIVWUXFWXUDOGDWDIRU0WUOHIWPDQ\XQDQVZHUHGTXHVWLRQV
UHJDUGLQJWKHIXQFWLRQRI0WUDQGWKHH[RVRPHDFWLYDWLQJFRPSOH[HVZLWKZKLFKLW
DVVRFLDWHV7KHVHUDQJHGIURPEDVLFTXHVWLRQVUHJDUGLQJWKHJHQHUDOVWUXFWXUHRIWKH
SURWHLQDQGWKHFRQWULEXWLRQVRIWKH&WHUPLQXVWR0WUDFWLYLW\WRPRUHFRPSOH[
TXHVWLRQVLQYROYLQJWKHVWUXFWXUDODVVRFLDWLRQRI0WUZLWKSURWHLQFRPSOH[HVDQGWKH
H[RVRPHIRUWDUJHWLQJDQGGHOLYHU\RI51$IRUGHFD\,QSDUWLFXODULWZDVXQFOHDUKRZ
51$VXEVWUDWHVWKDWUHTXLUHG¶ULERQXFOHRO\VLVZHUHGLVWLQJXLVKHGIURPIXQFWLRQDO
51$VZKHQWKHYDULRXVVXEVWUDWHVKDYHQRFRPPRQIHDWXUHLQVHTXHQFHVHFRQGDU\
VWUXFWXUHRUDVVRFLDWHGSURWHLQVDQGDUHGHULYHGIURPDOOWKUHH51$SRO\PHUDVHV,,,
DQG,,,
 ,QDQHIIRUWWRVKHGOLJKWRQWKHVHXQDQVZHUHGTXHVWLRQVWKLVZRUNKDVDLPHGWR
VWUXFWXUDOO\DQGIXQFWLRQDOO\FKDUDFWHUL]HWKH51$KHOLFDVH0WU2XUHIIRUWVWR
 
 
GHWHUPLQHWKHDSR[UD\FU\VWDOVWUXFWXUHRI0WUDQGIROORZXSELRFKHPLFDODQDO\VHV
KDYHVLJQLILFDQWO\FRQWULEXWHGWRWKHXQGHUVWDQGLQJRI0WUIXQFWLRQZLWKLQH[RVRPH
PHGLDWHGGHFD\SDWKZD\V7RSURYLGHDPRUHLQGHSWKXQGHUVWDQGLQJRIZKDW
LQIRUPDWLRQZDVDYDLODEOHDWWKHWLPHWKLVZRUNZDVVWDUWHGWKHQH[WVHFWLRQZLOOGHVFULEH
WKHEDFNJURXQGKLVWRU\DQGIXQFWLRQRI0WU)ROORZLQJWKH0WUEDFNJURXQGVHFWLRQD
GHVFULSWLRQRIKRZWKLVZRUNKDVLPSDFWHGWKHXQGHUVWDQGLQJRI0WUVWUXFWXUHDQG
IXQFWLRQZLOOEHGLVFXVVHGIROORZHGE\DGHVFULSWLRQRIWKHVXPPDU\DQGIXWXUHGLUHFWLRQV
RIWKLVZRUN

History and function of Mtr4 
 0WUZDVILUVWGLVFRYHUHGE\WKH7DUWDNRIIODELQD\HDVWJHQHWLFVFUHHQIRU
SURWHLQVLQYROYHGLQWKHWUDQVSRUWRI51$VRXWRIWKHQXFOHXV/LDQJHWDO$
PXWDJHQLFVWUDLQPWU&<FDXVHGDEXLOGXSRIQXFOHDUSRO\$51$DQGLWZDV
DVVXPHGDWWKHWLPHWKDWWKHPXWDWLRQSUHFOXGHGP51$WUDQVSRUW7KXV0WUVWDQGVIRU
P51$WUDQVSRUW,WZDVDOVRGHWHUPLQHGWKDW0WULVD6NLOLNH51$KHOLFDVH
HVVHQWLDOIRU\HDVWJURZWK0WUZDVFRQFXUUHQWO\LGHQWLILHGDVDQHVVHQWLDOSURWHLQE\WKH
7ROOHUYH\ODELQDJHQHWLFVFUHHQSURELQJIRUPXWDWLRQVWKDWFRXOGEHUHVFXHGE\
RYHUH[SUHVVLRQRIWKHHORQJDWLRQLQLWLDWLRQIDFWRUEH,EGHOD&UX]HWDO0WU
ZDVJLYHQWKHDOLDV'RERUGHSHQGHQWRQEEHFDXVHZKHQPXWDWHG\HDVWYLDELOLW\
FRXOGRQO\EHDFTXLUHGWKURXJKWKHRYHUH[SUHVVLRQRIH,%7KH7ROOHUYH\VWXG\ZDVWKH
ILUVWRIPDQ\WRVKRZWKDW0WU'RELVUHTXLUHGIRUWKHFRUUHFWSURFHVVLQJDQG
GHJUDGDWLRQRI51$WKURXJKH[RVRPHDFWLYDWLRQGHOD&UX]HWDO$IHZ\HDUV
ODWHU0WUZDVGLVFRYHUHGWREHDPHPEHURIWKH75$03FRPSOH[WKDWLVLQYROYHGLQWKH
 
 
H[RVRPHPHGLDWHGGHJUDGDWLRQRIDSOHWKRUDRI51$VXEVWUDWHV/D&DYDHWDO
9DQDFRYDHWDO:ROLQHWDO:\HUVHWDO7KHGLVFRYHU\RI75$03
H[SODLQHGWKHLQLWLDOREVHUYDWLRQRISRO\$51$EXLOGXSXSRQ0WUGHSOHWLRQ/LDQJHW
DO7KHNQRFNGRZQRUPXWDWLRQRI0WUFDXVHGWKHEXLOGXSRIVHYHUDO51$
VSHFLHVZLWKSRO\$WDLOVGHPRQVWUDWLQJWKDW0WULVDFULWLFDOOLQNEHWZHHQWKHVXEVWUDWH
WDUJHWLQJSRO\$DFWLYLW\RI7UIDQGH[RVRPDOULERQXFOHRO\VLV+RXVHOH\DQG
7ROOHUYH\)XUWKHUPRUH0WULVUHTXLUHGIRUPDLQWDLQLQJFRUUHFWJHQH
H[SUHVVLRQ,QILVVLRQ\HDVW75$03KDVEHHQVKRZQWRVLOHQFHDEHUUDQWO\WUDQVFULEHG
JHQHVIURPKHWHURFKURPDWLQDQGWHORPHUHUHJLRQV%D\QHHWDO%XKOHUHWDO
+RXVHOH\HWDO:DQJHWDOD,QNeurospora CrassaXQGHUWKHDOLDVRI)5+
)UHTXHQF\5HODWHG+HOLFDVH0WUIRUPVDVWRLFKRPHWULF)5+)54FRPSOH[))&
WKDWQHJDWLYHO\UHJXODWHVWKHP51$OHYHOVRIWKHIUHTXHQF\DOOHOHDQGRWKHUJHQHVE\
WDUJHWLQJWUDQVFULEHGP51$WRWKHH[RVRPH%DNHUHWDO&KHQJHWDO*XR
HWDO6KLHWDO$OVRLQArabidopsisthalianaWKH0WUKRPRORJ+(1ZDV
VKRZQWREHLQYROYHGLQFRQWUROOLQJUHSURGXFWLYHRUJDQLGHQWLW\DQGLWLVSURSRVHGWR
IXQFWLRQE\UHJXODWLQJP51$OHYHOV:HVWHUQHWDO 
 ,WZDVLQLWLDOO\XQFOHDULI0WUZDVDbona fideKHOLFDVH*HQHWLFVWXGLHVLQ
EXGGLQJ\HDVWGHPRQVWUDWHGWKDWPXWDWLRQRIVRPHRIWKHFDQRQLFDOKHOLFDVHPRWLIVLQ
0WUFDXVHGGRPLQDQWQHJDWLYHJURZWKGHIHFWV%HUQVWHLQHWDO([SUHVVLRQRI
VRPHPRWLIPXWDWLRQVLQDQ0WUGHOHWLRQVWUDLQFDXVHGOHWKDOLW\RUVORZJURZWK
%HUQVWHLQHWDO/LDQJHWDO:DQJHWDOE+RZHYHURWKHU
PXWDWLRQVRIWKHKHOLFDVHFRUHPRWLIVKDGOLWWOHWRQRHIIHFWin vivo.)XUWKHU
 
 
FKDUDFWHUL]DWLRQRIUHFRPELQDQW0WUIURPS. cerevisaeGHPRQVWUDWHGWKDW0WUSRVVHVVHV
¶¶XQZLQGLQJDFWLYLW\51$GHSHQGHQW$73DVHDFWLYLW\DQGDSUHIHUHQFHIRUSRO\$
51$%HUQVWHLQHWDO:DQJHWDOE0RUHRYHUPXWDWLRQVWKDWGLPLQLVKHG
0WUXQZLQGLQJin vitroFDXVHGDEXLOGXSRIK\SRPRGLILHGW51$LPHWin vivoVXJJHVWLQJ
WKDWWKH0WUXQZLQGLQJDFWLYLW\LVLPSRUWDQWIRUH[RVRPHPHGLDWHG51$GHJUDGDWLRQ
:DQJHWDOE$OWKRXJKWKHVHLQLWLDOVWXGLHVSURYLGHGVRPHFKDUDFWHUL]DWLRQRI
0WUDVDKHOLFDVHDQGLGHQWLILHGZKDWVXEVWUDWHVLWDFWHGXSRQPDQ\TXHVWLRQVUHJDUGLQJ
0WUIXQFWLRQUHPDLQHGXQDQVZHUHG,QSDUWLFXODULWZDVXQFOHDUKRZ0WULGHQWLILHG
VXEVWUDWHVLQWHUDFWHGZLWKRWKHUSURWHLQVDQGZKDWUROHWKH&WHUPLQDOUHJLRQFRQWULEXWHG
WRIXQFWLRQ

Structural studies of Mtr4 
 7KHSULPDU\DLPRIWKHZRUNGHVFULEHGLQWKLVGLVVHUWDWLRQZDVWREHWWHU
XQGHUVWDQGWKHIXQFWLRQRI0WUXVLQJVWUXFWXUDODQGELRFKHPLFDODQDO\VLV2QHRIWKH
PDMRUFRQWULEXWLRQVRIWKHZRUNZDVWKHGHWHUPLQDWLRQRIWKH[UD\FU\VWDOVWUXFWXUHRI
DSR0WUGHVFULEHGLQ&KDSWHU:HVKRZHGWKDW0WUFRQWDLQVDKHOLFDVHFRUH
FRPSRVHGRIFDQRQLFDO5HF$IROGVGRPDLQVDQGDZLQJHGKHOL[GRPDLQGRPDLQ
DQGDKHOLFDOEXQGOHGRPDLQGRPDLQREVHUYHGLQUHODWHG6NLOLNHKHOLFDVHVDQG
PRUHGLVWDQW'($+ER[KHOLFDVHV%XWWQHUHWDO+DOEDFKHWDO+HHWDO
2\DPDHWDO3HQDHWDO5LFKDUGVHWDO:DOERWWHWDO
=KDQJHWDO=KDQJHWDO7KHGLVFRYHU\RIWKHVWUXFWXUDOFRQVHUYDWLRQYLD
DPLQRDFLGVHTXHQFHDQDO\VLVZDVSUHFOXGHGE\DODUJHDPLQRDFLGLQVHUWLRQ7KH
LQVHUWLRQH[WHQGVDERYHWKHKHOLFDVHFRUHZLWKWZRJURXSVRIDQWLSDUDOOHOFRLOHGFRLOVWKDW
 
 
WHUPLQDWHLQDJOREXODUILVW6WUXFWXUHFRPSDULVRQVHDUFKHQJLQHVUHYHDOHGWKDWWKH
LQVHUWLRQZDVDQRYHOGRPDLQ+ROPDQG5RVHQVWURP.ULVVLQHODQG+HQULFN
%HFDXVHRIWKHVWULNLQJVLPLODULW\LQDSSHDUDQFHWR'HOLFDWH$UFKZKLFKLVORFDWHG
LQ8WDKZHFRLQHGWKHWKLVLQVHUWLRQWKH³DUFKGRPDLQ´:HVKRZHGWKDWWKHDUFK
GRPDLQLVXQLTXHWR0WUDQG6NLSURWHLQVLVQRWUHTXLUHGIRU51$XQZLQGLQJRU
$73DVHDFWLYLW\EXWLVUHTXLUHGIRUSURSHU6U51$SURFHVVLQJin vivo&RQFXUUHQWO\
DQRWKHUJURXSGHVFULEHGDVHFRQG0WUVWUXFWXUHERXQGWRDSRO\$ROLJRDQG$'3
7KH\DOVRVKRZHGWKDWWKHDUFKGRPDLQELQGVVWUXFWXUHG51$VXEVWUDWHVW51$LPHWDQG
LVQRWQHFHVVDU\IRU75$03IRUPDWLRQ:HLUHWDO
 %HFDXVHWKHDSRDQGVXEVWUDWHERXQG0WUVWUXFWXUHVZHUHSXEOLVKHGDW
DSSUR[LPDWHO\WKHVDPHWLPHWKHLQLWLDOSXEOLFDWLRQVGLGQRWLQFOXGHWKHLUVWUXFWXUDO
FRPSDULVRQ,Q&KDSWHURIWKLVGLVVHUWDWLRQZHFRPSDUHWKHVWUXFWXUHVRIDSRDQG
VXEVWUDWHERXQG0WULQDFRPSUHKHQVLYHUHYLHZRI6NLOLNHKHOLFDVHV:HVKRZWKDW
FRQIRUPDWLRQDOGLIIHUHQFHVLQGRPDLQSRVLWLRQVH[LVWLQWKHVXEVWUDWHERXQGDQGDSR
VWDWHV:HDOVRVKRZWKDWWKHDUPVRIWKHDUFKGRPDLQDUHIDLUO\ULJLGEXWWKHILVWDSSHDUV
WREHDEOHWRFRQIRUPWRDYDULHW\RISRVLWLRQV)XUWKHUPRUHFRQIRUPDWLRQDOGLIIHUHQFHV
RINH\UHVLGXHVWKDWDUHOLNHO\LQYROYHGLQWKH$73DVHGHSHQGHQWXQZLQGLQJDFWLYLW\RI
0WUZLWKLQWKHFRUHZHUHLGHQWLILHG6HYHUDOPXWDWLRQVRIWKHVHUHVLGXHVKDYHEHHQ
PDGHDQGLQLWLDOO\WHVWHGIRUXQZLQGLQJDQG$73DVHDFWLYLW\7KHUHVXOWVRIWKHVH
LQYHVWLJDWLRQVDUHQRW\HWSXEOLVKHGDQGDUHIXUWKHUGLVFXVVHGLQWKHIXWXUHGLUHFWLRQV
VHFWLRQRI&KDSWHU
 
 
 7KHLQLWLDOVWUXFWXUHGHWHUPLQDWLRQRI0WUDQGWKHGLVFRYHU\RIWKHDUFKGRPDLQ
SURYLGHGDVWURQJIUDPHZRUNIRUXQGHUVWDQGLQJ0WUIXQFWLRQ+RZHYHUPDQ\TXHVWLRQV
UHJDUGLQJ0WUIXQFWLRQUHPDLQXQDQVZHUHGIRUZKLFK[UD\FU\VWDOVWUXFWXUHVRI0WULQ
FRPSOH[ZLWKRWKHUSURWHLQVDQGRUVWUXFWXUHG51$VZRXOGSURYLGHPXFKQHHGHG
GLUHFWLRQWRZDUGVUHVROXWLRQ$WWHPSWVDWWKHFU\VWDOOL]DWLRQRIVHYHUDOVWUXFWXUHG51$
DQG'1$VXEVWUDWHVZLWK0WUDQGUHODWHGSURWHLQFRQVWUXFWVWKDWLQFOXGHWKHDUFK
GRPDLQDQGWKHILVWKDYHEHHQPDGH&RQGLWLRQVLQZKLFK0WUUHTXLUHVWKHSUHVHQFHRI
QXFOHLFDFLGWRFU\VWDOOL]HKDYHEHHQGLVFRYHUHG+RZHYHUWRGDWHQRFU\VWDOVJURZQ
ZLWKQXFOHLFDFLGKDYHGLIIUDFWHGWRDQDFFHSWDEOHGHJUHH$QH[SODQDWLRQRIWKH
FU\VWDOOL]DWLRQPHWKRGVXVHGWRREWDLQWKHVHSRWHQWLDO0WUQXFOHLFDFLGFRFU\VWDOVLV
GHVFULEHGLQ&KDSWHU0WUFDQIRUPPDQ\FRPSOH[HVZLWKRWKHUSURWHLQVDQGDOWKRXJK
VLJQLILFDQWDWWHPSWVKDYHEHHQPDGHWRZDUGVREWDLQLQJFU\VWDOVRIIXOOOHQJWK75$03
IURPS. cerevisiaeDYDVWDPRXQWRIFU\VWDOOL]DWLRQWULDOVUHPDLQWREHH[SORUHG&KDSWHU
GHOLQHDWHVZKDWIXWXUHH[SHULPHQWVVKRXOGEHSXUVXHGLQDQDWWHPSWWRREWDLQ0WUFU\VWDO
VWUXFWXUHVERXQGWRVWUXFWXUHGQXFOHLFDFLGDQGRUDVVRFLDWHGSURWHLQV
 
The poly(A) tail is central to TRAMP activity 
 $IWHUWKHGHWHUPLQDWLRQRIWKH[UD\FU\VWDOVWUXFWXUHVRI0WUVHYHUDO
SXEOLFDWLRQVIXUWKHUFKDUDFWHUL]HGWKHIXQFWLRQDODFWLYLW\RI0WUDQGUROHRIWKHSRO\$
WDLOLQ75$03IXQFWLRQ%HUQVWHLQHWDO-LDHWDO-LDHWDO:ORW]ND
HWDO$SDSHUIURPWKH7RWKODELQGHQWLILHGWKHPLQLPDOELQGLQJVLWHIRU0WU
aQWDQGVKRZHGWKDW0WUKDVWZRGLVWLQFWPRGHVRI51$ELQGLQJ%HUQVWHLQHWDO
)XUWKHUPRUHLWZDVVKRZQWKDWWKHSUHIHUHQFHIRUSRO\$RYHUUDQGRP51$
 
 
VHTXHQFHLVKHLJKWHQHGZKHQRQO\RQH0WUELQGLQJVLWHLVDYDLODEOHDQGWKDWVHQVLWLYLW\
WRVHTXHQFHLVGHSHQGHQWRQWKHLGHQWLW\RIQXFOHRWLGHSUHVHQW7KHVHGDWDILWQLFHO\ZLWK
ZRUNIURPWKH-DQNRZVN\ODEWKDWVKRZHGWKDWWKHPHFKDQLVPE\ZKLFK0WUVHQVHVWKH
DGHQRVLQH¶WDLOLVFHQWUDOWR75$03IXQFWLRQ-LDHWDO-LDHWDO
:LWKLQD75$03FRQWH[W0WUUHFRJQL]HVWKHQXPEHURIDGHQRVLQHVORFDWHGDWWKH¶
HQGRI51$WUDQVFULSWVDQGZKHQOHVVWKDQDGHQRVLQHVDUHSUHVHQW0WUHQKDQFHV7UI
DFWLYLW\2QFHRUPRUHDGHQRVLQHVDFFXPXODWH0WUUHVWULFWV7UISRO\PHUDVHDFWLYLW\
HIIHFWLYHO\OLPLWLQJWKHOHQJWKRIWKHSRO\$WDLOWRaQW-LDHWDO,QWULJXLQJO\
51$VXEVWUDWHVZLWKD¶RYHUKDQJRIDGHQRVLQHVDUHXQZRXQGDWDIDVWHUUDWHWKDQ
VXEVWUDWHVFDUU\LQJDORQJHUSRO\$RYHUKDQJRUDQRQ$VHTXHQFHRIVLPLODUOHQJWK
-LDHWDO7KHVHGDWDGHPRQVWUDWHWKDW0WUDQG7UI$LUDFWV\QHUJLVWLFDOO\WR
PRGLI\WKH¶HQGRI51$VXEVWUDWHVLQRUGHUWRREWDLQRSWLPDO75$03IXQFWLRQ&HQWUDO
WRWKLVRSWLPL]DWLRQLVWKHDELOLW\RI0WUWRVHQVHWKHOHQJWKDQGLGHQWLW\RIWKH¶WDLORI
51$VXEVWUDWHV1RWDEO\0WUWUDQVORFDWHVDFURVVYDULRXVGLIIHUHQWOHQJWKVDQG
VHTXHQFHVRI51$VXEVWUDWHVDIWHUVHQVLQJWKHSRO\$WDLOVXJJHVWLQJDPHFKDQLVPLQ
ZKLFK0WUVZLWFKHVIURPDVHQVLQJFRQIRUPDWLRQWRDWUDQVORFDWLQJFRQIRUPDWLRQ
 :HXVHGWKH[UD\FU\VWDOVWUXFWXUHVRI0WUDQGFRQVHUYDWLRQDQDO\VLVWRLGHQWLI\
UHVLGXHVDORQJWKH51$ELQGLQJSDWKOLNHO\WRVHQVHLGHQWLW\DQGVHTXHQFHRI51$
VXEVWUDWHV6HYHUDOFRQVHUYHGUHVLGXHVDORQJWKHUDWFKHWKHOL[RIGRPDLQZHUH
LGHQWLILHGPXWDWHGDQGDQDO\]HGERWKin vitroDQGin vivo. 7KHUHVXOWVRIWKHVHVWXGLHVDUH
GHVFULEHGLQGHWDLOZLWKLQ&KDSWHUDQG&KDSWHURIWKLVGLVVHUWDWLRQ:HVKRZWKDW
FRQVHUYHGUDWFKHWKHOL[UHVLGXHV5DQG(DUHUHTXLUHGIRUSURSHUKHOLFDVH
 
 
IXQFWLRQin vitroDQGin vivo DQGPD\EHLQYROYHGLQSRO\$WDLOVHQVLQJ,QWHUHVWLQJO\
HDFKUHVLGXHKDVDGLVWLQFWUROHZLWKLQWKHXQZLQGLQJPHFKDQLVP:KHQ5LV
PXWDWHGWRDQDODQLQHXQZLQGLQJDFWLYLW\GHFUHDVHV&RQYHUVHO\ZKHQ(LVPXWDWHG
WRDQDODQLQHWKHXQZLQGLQJDFWLYLW\LPSURYHVDQGDJUHDWHUPD[LPXPXQZLQGLQJUDWH
FRQVWDQWLVREVHUYHG+RZHYHUWKHREVHUYHGUDWHFRQVWDQWHQKDQFHPHQWLVDWWKHH[SHQVH
RIVXEVWUDWHIXQFWLRQDODIILQLW\1RWRQO\GRHVWKH($PXWDQW0WUKDYHOHVV
IXQFWLRQDODIILQLW\IRU51$VXEVWUDWHVLWDOVRGLIIHUHVIURPWKHZLOGW\SHHQ]\PHLQ
IDLOLQJWRHQKDQFH$73DVHDFWLYLW\LQDVXEVWUDWHGHSHQGHQW7KHH[SUHVVLRQRIWKH
UDWFKHWPXWDWLRQVin vivoGHPRQVWUDWHWKDWWKH\DUHLPSRUWDQWIRUQRUPDOJURZWKEXWDUH
QRWHVVHQWLDOIRUYLDELOLW\7KHGRXEOHPXWDQWRIWKHVHUHVLGXHVGRHVQRWFRPSRXQGWKH
REVHUYHGJURZWKSKHQRW\SHVXJJHVWLQJWKDWERWKUHVLGXHVDFWLQWKHVDPHSDWKZD\WKDWLV
GLVUXSWHGE\PXWDWLRQ7KHVHVWXGLHVKDYHSURYLGHGDQLQLWLDODQDO\VLVRINH\UHVLGXHV
OLNHO\WREHLQYROYHGLQWKHSRO\$ELQGLQJSDWKZD\IURPZKLFKIXWXUHVWXGLHVZLOOEH
JHQHUDWHG

Conclusion 
 7KHZRUNGHVFULEHGLQWKLVGLVVHUWDWLRQKDVPDGHDVLJQLILFDQWLPSDFWLQWKHILHOG
RI51$VXUYHLOODQFHDQGTXDOLW\FRQWURO0WULVDPDMRUDFWLYDWRURIWKHQXFOHDU51$
H[RVRPHWKDWLVQHFHVVDU\IRUWKHSURFHVVLQJDQGGHJUDGDWLRQRIDP\ULDGRI51$V7KH
GHWHUPLQDWLRQRIWKHILUVW[UD\FU\VWDOVWUXFWXUHRI0WUUHYHDOHGWKHSUHVHQFHRIWKHDUFK
GRPDLQWKDWELQGV51$DQGLVUHTXLUHGIRU6U51$SURFHVVLQJ,WZDVDOVRVKRZQ
WKDWWKHIRXUGRPDLQDUUDQJHPHQWWKDWPDNHVXSWKHKHOLFDVHFRUHRI0WULVDFRQVHUYHG
IHDWXUHREVHUYHGWKURXJKRXWWKH6NLOLNHDQG'($+ER[KHOLFDVHIDPLOLHV.LQHWLF
 
 
VWXGLHVGHPRQVWUDWHGWKDWFRQVHUYHGUDWFKHWKHOL[UHVLGXHVRIGRPDLQWKDWOLHDORQJWKH
51$ELQGLQJSDWKDUHLPSRUWDQWIRU0WUXQZLQGLQJDQGPD\EHLQYROYHGLQWKHSRO\$
VHQVLQJPHFKDQLVPFHQWUDOWR75$03IXQFWLRQ7KHLQGHSWKVWUXFWXUDODQDO\VLVRIDSR
DQG51$$'3ERXQG0WUVWUXFWXUHVDVZHOODVWKHSUHOLPLQDU\ELRFKHPLFDO
LQYHVWLJDWLRQRI0WUFRUHUHVLGXHSRLQWPXWDQWVSURYLGHVDVWURQJIRXQGDWLRQIRUIXWXUH
VWXGLHVUHJDUGLQJ0WUIXQFWLRQ
 
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Abstract 
 6HYHUDOPHWKRGRORJLHVZHUHDGDSWHGWRGHWHUPLQHWKHVWUXFWXUHDQGIXQFWLRQRI
0WULQFOXGLQJPROHFXODUFORQLQJSURWHLQSXULILFDWLRQSURWHLQFU\VWDOOL]DWLRQVWUXFWXUH
VROXWLRQDQGVWUXFWXUHPRGHOLQJVWUDWHJLHV(VWDEOLVKHG$73DVH+HOLFDVHDQG
(OHFWURSKRUHWLF0RELOLW\6KLIW$VVD\(06$WHFKQLTXHVZHUHPRGLILHGWRH[SORUHWKH
ELRFKHPLFDOSDUDPHWHUVRI0WUDQG0WUPXWDQWV$QLQWHJUDOSDUWRIWKHELRFKHPLFDO
DVVD\VDQGPDQ\FU\VWDOOL]DWLRQVFUHHQVZDVWKHSUHVHQFHRI51$$Qin vitro51$
WUDQVFULSWLRQSURWRFROZDVGHYHORSHGWKDWXWLOL]HV-RKQVRQ/DE7SRO\PHUDVHDQG
WUDQVFULSWLRQEXIIHUV+HUHLQLVDFRPSUHKHQVLYHRYHUYLHZRIWKHPHWKRGVDQGWHFKQLTXHV
XVHGWRSUREH0WUVWUXFWXUHDQGIXQFWLRQZULWWHQLQJUHDWHUGHWDLOWKDQWKDWIRXQGLQWKH
PHWKRGVVHFWLRQRIVXEVHTXHQWFKDSWHUVWRIDFLOLWDWHWKHVXFFHVVIXOUHSHWLWLRQRIWKH
H[SHULPHQWVGHVFULEHGLQWKLVGLVVHUWDWLRQ0HWKRGRORJLHVQRWFRYHUHGLQVXEVHTXHQW
FKDSWHUVDUHDGGUHVVHGKHUH0RUHRYHUDGHVFULSWLRQRIWKHPHWKRGVHPSOR\HGWRVROYH
WKHVWUXFWXUHRIVPDOOFXELFFU\VWDOVWKDWJUHZLQWKHSUHVHQFHRIWKH1WHUPLQXVRI6NL
FRQVWUXFWLVGHVFULEHG

Introduction 

 5HFRPELQDQW0WUZDVFORQHGH[SUHVVHGDQGSXULILHGZLWKLQD%/'(FRGRQ
SOXVE. coliH[SUHVVLRQV\VWHPEHIRUH,EHJDQWRZRUNRQWKLVSURMHFW+RZHYHUQR
SURWHLQFU\VWDOVKDGEHHQREWDLQHG0\HIIRUWVEHJDQZLWKRSWLPL]DWLRQRIWKHSURWHLQ




SXULILFDWLRQSURFHVVZKLFKLQFOXGHGVZLWFKLQJIURPD7ULVEXIIHUV\VWHPWR+(3(6
&RQWHPSRUDQHRXVO\0WUVXUIDFHHQWURS\UHGXFWLRQPXWDQWV&RRSHUHWDOZHUH
PDGHLQDHIIRUWWRDLG0WUFU\VWDOOL]DWLRQ3XULILFDWLRQRIWKHVXUIDFHHQWURS\0WU
PXWDQW($($.$LQ+(3(6EXIIHUDOORZHGIRUFU\VWDOOL]DWLRQ:KHQSXULILHG
LQ+(3(6WKHZLOGW\SHSURWHLQDOVRFU\VWDOOL]HGLQWKHVDPHFRQGLWLRQVLQGLFDWLQJWKDW
WKH+(3(6EXIIHUSURYLGHGWKHSDUDPHWHUWKDW\LHOGHGFU\VWDOOL]DWLRQ7KXVSXULILFDWLRQ
RI0WUDQG0WUPXWDQWVLVFRPPRQO\SHUIRUPHGLQ+(3(6EXIIHU+RZHYHUWKH
VWDELOLW\RI0WULQ7ULVEXIIHUVDSSHDUVWREHHTXLYDOHQWWRWKDWREVHUYHGLQ+(3(6DQG
RWKHUEXIIHUVVXFKDV7ULV1D32DQG0236KDYHEHHQXVHGVXFFHVVIXOO\LQELRFKHPLFDO
DVVD\VSURELQJ0WUIXQFWLRQ%HUQVWHLQHWDO-LDHWDO:DQJHWDO
1RWDEO\DQH[SHULPHQWE\%HUQVWHLQDQGFROOHDJXHVGHWHUPLQHGWKDW0WUZDVPRVWVWDEOH
DWS+LQ&+(6EXIIHU%HUQVWHLQHWDO5DSLGSXULILFDWLRQRI0WUZLWKLQD
KRXUSHULRGSURYLGHGWKHEHVW\LHOG%HORZXQGHU0WUH[SUHVVLRQDQGSXULILFDWLRQ
VWUDWHJLHVDUHWKHEXIIHUVFROXPQVDQGVFKHGXOHVXWLOL]HGWRH[SUHVVDQGSXULI\0WU
 0WUDWWLPHVZDVGLIILFXOWWRPXWDWHDQGVHYHUDOGLIIHUHQWVWUDWHJLHVZHUHXVHGWR
VXFFHVVIXOO\PRGLI\0WUFRQVWUXFWV7KHVHLQFOXGHGWKHXVHRI3&5UHVWULFWLRQ
GLJHVWLRQDQGOLJDWLRQVWUDWHJLHVDPRGLILHGYHUVLRQRIWKH4XLN&KDQJHSURWRFROIURP
$JLOHQW7HFKQRORJLHVDQGD3&5EDVHGPXWDWLRQPHWKRGWKDWSURYHGWREHWKHRQO\
VWUDWHJ\WKDWZRUNHGWRPXWDWHFHUWDLQORFDWLRQVRQWKH0WUFRQVWUXFW/LXDQG1DLVPLWK
$OOWKUHHRIWKHVHPHWKRGVDUHGHVFULEHGXQGHUWKHKHDGLQJ0WUDQG0WU0XWDQW
FRQVWUXFWGHVLJQ
 0WUILUVWFU\VWDOOL]HGLQD+DPSWRQ6DOW5;URERWVFUHHQ+DPSWRQ5HVHDUFK




6XEVHTXHQWKDQGWUD\VVXFFHVVIXOO\SURGXFHG0WUFU\VWDOVDW8WDK6WDWHDQGWKH
FRQGLWLRQVZHUHIXUWKHURSWLPL]HGWRREWDLQFU\VWDOVWKDWGLIIUDFWHGWRc$YDULHW\RI
0WUFRQVWUXFWVLQFRPELQDWLRQZLWKDSSURSULDWHVXEVWUDWHVWKDWLQFOXGH$'3$03313
51$DQG'1$ZHUHVFUHHQHGLQFU\VWDOOL]DWLRQWULDOV6HYHUDOFU\VWDOKLWVRI0WULQWKH
SUHVHQFHRIQXFOHLFDFLGZHUHREVHUYHG+RZHYHUWRGDWHQRQHRIWKHVHSXWDWLYHFR
FU\VWDOVKDVGLIIUDFWHGWRDUHVROXWLRQEHWWHUWKDQc8QGHUWKHKHDGLQJ0WU
FU\VWDOOL]DWLRQWKHFRQGLWLRQVDQGSURWHLQSUHSDUDWLRQVWKDWKDYH\LHOGHGFU\VWDOVDUH
GHVFULEHGLQGHWDLO
 7KHELRFKHPLFDODQDO\VLVRI0WUUHTXLUHGWKHSURGXFWLRQRIin vitroWUDQVFULEHG
51$,QLWLDOO\WKH$PSOLVFULEH7)ODVKNLWIURP(SLFHQWUHZDVXVHGWRSURGXFHWKH
PHU51$VXVHGDVWKHERWWRPVWUDQGLQWKHKHOLFDVHDVVD\GHVFULEHGLQ&KDSWHU
+RZHYHUFU\VWDOOL]DWLRQWULDOVRI0WUZLWKVWUXFWXUHG51$VVXFKDVW51$DQGU51$
UHTXLUHGWKDWin vitroWUDQVFULSWLRQEHGRQHODUJHVFDOH7KHFRVWRIFRPPHUFLDOHQ]\PHV
DQGEXIIHUVSUHFOXGHGWKHLUXVHIRUin vitroWUDQVFULSWLRQWKDWZRXOGSURYLGHWKHTXDQWLWLHV
RI51$GHVLUHGIRUFU\VWDOOL]DWLRQWULDOV7RREWDLQ51$IRUFU\VWDOOL]DWLRQDQG
ELRFKHPLFDODQDO\VLV7SRO\PHUDVHEXIIHUVDQG173VZHUHPDGHDQGRUSUHSDUHG
ZLWKLQWKH-RKQVRQODEIRUODUJHVFDOHLn vitroWUDQVFULSWLRQ8QGHUWKHKHDGLQJin vitro
WUDQVFULSWLRQDUHGHVFULEHGWKHEXIIHUVDQGSURWRFROVDVVRFLDWHGZLWK7H[SUHVVLRQDQG
SXULILFDWLRQODUJHVFDOHin vitroWUDQVFULSWLRQDQG51$SXULILFDWLRQ
 7KHELRFKHPLFDOFKDUDFWHUL]DWLRQRI0WUZDVSHUIRUPHGLQLWLDOO\E\%HUQVWHLQ
DQGFROOHDJXHV%HUQVWHLQHWDODQG:DQJDQGFROOHDJXHV:DQJHWDO
7KHVHVHPLQDOVWXGLHVXVHGKHOLFDVHDQG$73DVHDVVD\VWRFRQILUPWKDW0WUKDV51$




GHSHQGHQW$73DVHDFWLYLW\DQG$73GHSHQGHQW

GXSOH[51$XQZLQGLQJDFWLYLW\
)XUWKHUVWXGLHVH[SORUHGWKHIXQFWLRQRI0WULQGHSHGHQWRI75$03%HUQVWHLQHWDO
-LDHWDODQGZLWKLQD75$03FRQWH[W-LDHWDO7KHSURWRFROV
GHYHORSHGE\WKHVHJURXSVZHUHXWLOL]HGDQGVOLJKWO\PRGLILHGLQWKLVZRUNWRH[SORUHWKH
DFWLYLW\RIWKH0WUDUFKOHVVDQG5DWFKHWKHOL[PXWDQWV$OVR(06$WHFKQLTXHVZHUH
XVHGWRGHPRQVWUDWHSUHOLPLQDU\51$ELQGLQJDQGWRGHWHUPLQHGLVVRFLDWLRQFRQVWDQWV
ZLWK51$VXEVWUDWHV7KHDVVD\VDUHIDLUO\VWUDLJKWIRUZDUGDQGDUHGHVFULEHGLQIXOO
GHWDLOLQ&KDSWHUVDQG
 7KHVWUXFWXUHVROXWLRQIRU0WUZDVSHUIRUPHGXVLQJVLQJOHZDYHOHQJWK
DQRPDORXVGLVSHUVLRQPHWKRGVRQ6HOHQRPHWKLRQLQHGHULYHG0WUFU\VWDOV6HYHUDO
WHFKQLTXHVZHUHXVHGIRUWKHPRGHOLQJDQGUHILQHPHQWRI0WUDQGWKH\DUHGHVFULEHGLQ
IXOOGHWDLOLQ&KDSWHU
 $VHFRQGSURWHLQVWUXFWXUHZDVVROYHGXVLQJ6$'WHFKQLTXHVGXULQJWKHFRXUVHRI
WKLVZRUNLQDQDWWHPSWWRGHWHUPLQHWKHFU\VWDOVWUXFWXUHRIWKH1WHUPLQXVRIWKH6NL
51$KHOLFDVH7KH1WHUPLQXVRI6NLZDVVXFFHVVIXOO\FORQHGH[SUHVVHGDQGSXULILHG
+RZHYHUSXULILHGSURWHLQFRQWDLQHGDVPDOOIUDFWLRQaRIFRQWDPLQDWLQJSURWHLQV
WKDWFRXOGEHREVHUYHGRQD&RRPDVVLHVWDLQHGJHO&U\VWDOOL]DWLRQWULDOV\LHOGHGVPDOO
FXELFFU\VWDOVWKDWZHUHGLIILFXOWWRUHSURGXFH(YHQWXDOO\VHHGLQJPHWKRGVDOORZHGIRU
WKHUHSURGXFWLRQRIVRPHVPDOOFU\VWDOVWKDWZHUHXVHGWRFROOHFWQDWLYHDQGKHDY\PHWDO
VRDNHG[UD\GLIIUDFWLRQGDWDVHWV7KHFORQLQJH[SUHVVLRQSXULILFDWLRQDQG
FU\VWDOOL]DWLRQPHWKRGVRIWKH1WHUPLQXVRI6NLDUHH[SODLQHGLQWKHGRFXPHQWHQWLWOHG
³$7&DVHSXULILFDWLRQFU\VWDOOL]DWLRQDQGVWUXFWXUHVROXWLRQ´ORFDWHGLQWKHODEGULYHRIWKH




-RKQVRQODE:LWKLQWKLVFKDSWHULVGHVFULEHGWKHKHDY\DWRPVRDNLQJGDWDFROOHFWLRQ
GDWDSURFHVVLQJDQG6$'VWUDWHJLHVXVHGWRGHWHUPLQHWKHVWUXFWXUHRIWKH(FROLSURWHLQ
$7&DVHZKLFKZDVDFRQWDPLQDQWLQWKH1WHUPLQXVRI6NLSURWHLQSUHSDUDWLRQ 
 7KH&RQVXUIVHUYHU$VKNHQD]\HWDOVFRUHVFRQVHUYDWLRQDFFRUGLQJWRDQ
DOJRULWKPWKDWFRQVLGHUVSK\ORJHQHWLFVLQWRLWVFDOFXODWLRQE\ZHLJKWLQJWKHFRQVHUYDWLRQ
RIUHVLGXHVLQPRUHGLVWDQWO\UHODWHGRUJDQLVPVPRUHKHDYLO\7KH&RQ6XUIVHUYHUZDV
XVHGWRFDOFXODWHWKHFRQVHUYDWLRQVFRUHVRI0WUDQGUHODWHG6NLOLNHKHOLFDVHV
$OWKRXJKWKHSURFHVVRIFDOFXODWLQJDFRQVHUYDWLRQVFRUHLVFOHDUO\H[SODLQHGRQWKH
&RQ6XUIVHUYHUZHESDJHWKHH[DFWGHWDLOVRIKRZWKHFRQVHUYDWLRQVFRUHVGHVFULEHGLQ
&KDSWHUVDQGZHUHREWDLQHGDUHGHVFULEHGLQWKLVFKDSWHU
 7KLVFKDSWHUGHVFULEHVLQGHWDLOWKHPHWKRGVXVHWRVWUXFWXUDOO\DQGIXQFWLRQDOO\
FKDUDFWHUL]H0WUDVZHOODVWKHPHWKRGRORJLHVGHYHORSHGWRSURGXFHVWUXFWXUHG51$V
,WLVDQWLFLSDWHGWKDWWKLVFRPSUHKHQVLYHPHWKRGVFKDSWHUZLOOEHRIJUHDWXVHWRIXWXUH
UHVHDUFKHUVVWXG\LQJKHOLFDVHIXQFWLRQRUGHWHUPLQLQJSURWHLQ[UD\FU\VWDOVWUXFWXUHV

Methods 

Mtr4 and Mtr4 mutant construct design  
 $VGHVFULEHGLQWKHPHWKRGVVHFWLRQRI&KDSWHUWKHIXOOOHQJWK0WU'1$
VHTXHQFHIURPS. cerevisiaeZDVLQVHUWHGLQWRDS(7'WRSRE. coliH[SUHVVLRQYHFWRU
,QYLWURJHQZLWKDQ1WHUPLQDO7(9SURWHDVHFOHDYDEOHKH[DKLVWLGLQHWDJ5HPRYDORI
WKHKLVWDJE\7(9FOHDYDJHOHDYHVVL[DPLQRDFLGV1WHUPLQDOWRWKHQDWLYHVHTXHQFH
7KHLQVHUWLRQRI0WU'1$LQWRWKHS(7'WRSRYHFWRUZDVSHUIRUPHGE\IROORZLQJ




WKHSURWRFROLQWKHS(7'WRSRPDQXDO6HYHUDOWUXQFDWHG0WUYHFWRUVZHUHDOVR
PDGHLQWKHVDPHIDVKLRQ7KHS(7'LUHFWLRQDO7232®V\VWHPHPSOR\VDQHOHJDQW
FORQLQJSURFHGXUHWKDWXWLOL]HVDWRSRLVRPHUDVHWRFXWDQGOLJDWHDFRPSOHPHQWDU\
VHTXHQFHLQWRWKHS(7'WRSRYHFWRU,WUHTXLUHVD&$&&QXFOHRWLGHVHTXHQFHWREH
GHVLJQHGLQWRWKH3&5IRUZDUGSULPHULQIUDPHZLWKWKHILUVWFRGRQRIWKHSURWHLQRU
SURWHLQWUXQFDWLRQIRUZKLFK\RXDUHJHQHUDWLQJ7KH&$&&DQQHDOVZLWKD
FRPSOHPHQWDU\¶RYHUKDQJORFDWHGRQWKH7232YHFWRUDQGLVFRYDOHQWO\OLQNHGWRWKH
YHFWRUE\WKHWRSRLVRPHUDVH
 7KHXVHRIUHVWULFWLRQGLJHVWLRQHQ]\PHVDQGOLJDVHVZDVFRPPRQO\HPSOR\HGWR
FXWDQGSDVWH'1$IURP3&5SURGXFWVDQGRUH[LVWLQJYHFWRUVLQWR0WUH[SUHVVLRQ
YHFWRUV,QSDUWLFXODUWKH0WUDUFKOHVVPXWDQWZDVFRQVWUXFWHGLQWKLVIDVKLRQE\
UHSODFLQJSURWHLQUHVLGXHVZLWKDUHVLGXH(/67OLQNHU7KLVZDVGRQHE\ILUVW
FORQLQJWKH&WHUPLQDOWUXQFDWLRQ0WULQWRWKHS(7'WRSRYHFWRUDV
GHVFULEHGDERYHZLWKD6DO,UHVWULFWLRQHQ]\PHVLWHDWWKH¶HQGDUFKLYHGDV6--DQG
6--$¶6DO,UHVWULFWLRQHQ]\PHVLWHZDVLQFRUSRUDWHGXVLQJ3&5LQWRWKH0WU
'1$VHTXHQFHDQGZDVFORQHGGLUHFWO\LQWRS(7'WRSRDUFKLYHGDV6--
DQG6--7KHWUXQFDWHG0WUYHFWRUVZHUHWUDQVIRUPHGLQWR(FROL'+ FHOOV
DPSOLILHGDQGWKHQSXULILHGXVLQJWKH4LDJHQ4,$SUHS0LQLSUHSSODVPLGSXULILFDWLRQNLW
)HUPHQWDVUHVWULFWLRQHQ]\PHVDQGSURWRFROVZHUHXVHGWRFXWDQGOLJDWHWKHWZR
FRQVWUXFWVWRJHWKHUXWLOL]LQJWKH6DO,UHVWULFWLRQVLWHWRPDNHWKH0WUDUFKOHVVFRQVWUXFW
DUFKLYHGDV6--$VLPLODUSURFHGXUHZDVXVHGWRUHPRYHDUHVLGXHORRSZLWKLQ
0WUWRPDNHWKH0WUORRSOHVVFRQVWUXFWDUFKLYHGDV6--3ODVPLGVZHUH




WUDQVIRUPHGDPSOLILHGSXULILHGDQGVHTXHQFHGEHIRUHDUFKLYLQJ$ZLGHYDULHW\RI0WU
1DQG&WHUPLQDOWUXQFDWLRQVKDYHEHHQFRQVWUXFWHGLQWKLVPDQQHU6HTXHQFH
LQIRUPDWLRQIRUWKHVHFRQVWUXFWVLVDYDLODEOHDWWKH-RKQVRQODES\PROZLNLZHESDJHDQG
WKHSODVPLGVDUHDUFKLYHGDWDQG&
 $PRGLILHGYHUVLRQRIWKH4XLN&KDQJH6LWH'LUHFWHG0XWDJHQHVLV6\VWHP
SURWRFRO$JLOHQW7HFKQRORJLHVZDVXVHGWRPDNHDPDMRULW\RI0WUSRLQWPXWDQWV:H
GLGQRWXVHWKHEXIIHURUSRO\PHUDVHSURYLGHGLQWKH4XLN&KDQJHNLWWRPDNHWKH
PXWDWLRQV+RZHYHUWKHRSWLPDOIRUZDUGDQGUHYHUVHPXWDJHQHVLVSULPHUVDUHGHVLJQHG
XVLQJ4XLN&KDQJH3ULPHU'HVLJQ3URJUDPIRUWKHGHVLUHGPXWDWLRQ7KHVLWHGLUHFWHG
PXWDJHQHVLVSURWRFROXVHV-RKQVRQ/DEPDGH3)8SRO\PHUDVHVHH-RKQVRQ/DE
3URWRFROVIRUSXULILFDWLRQVWUDWHJ\DQG;3)8EXIIHU%DWH\DQG.LHIWWKDW
FRQVLVWVRIP0+(3(6S+P01+62P0.&O7ULWRQ;
DQGP00J62$OVR3)8SRO\PHUDVHEXIIHUVIURPFRPPHUFLDOVRXUFHVVXFK
DV6WUDWDJHQH
V+HUFXODVH;EXIIHUKDVEHHQXVHGVXFFHVVIXOO\$VDQH[DPSOHRIWKLV
PHWKRGWKHIROORZLQJLVDGHWDLOHGGHVFULSWLRQRIKRZWKHUDWFKHWKHOL[PXWDQWVZHUH
PDGH
 7KHSULPHUVIRUWKHUDWFKHWKHOL[PXWDQWV5$5)DQG5:ZHUH
GHVLJQHGXVLQJWKH$JLOHQW7HFKQRORJLHV4XLN&KDQJHZHESDJHFDOFXODWRU0XWDJHQHVLV
UHDFWLRQVZHUHSHUIRUPHGLQ OILQDOYROXPHVZLWK;+HUFXODVHEXIIHU$JLOHQW
7HFKQRORJLHVQJHDFKRIIRUZDUGDQGUHYHUVHSULPHUVP0RIG173VDQG O
RIGLOXWHG3)8SRO\PHUDVHDQGLQFOXGHGQJQJRUQJRI'1$WHPSODWH
IRUHDFKGHVLUHGPXWDWLRQUHVXOWLQJLQPXWDJHQHVLVUHDFWLRQVWRWDO7KH3&5SDUDPHWHUV




ZHUHVHWDVIROORZVPLQXWHVDW&IROORZHGE\F\FOHVRIVHFRQGVDW&
VHFRQGVDW&DQGPLQXWHVDW&ILQLVKHGZLWKDILQDOH[WHQVLRQRI&IRU
PLQXWHV$IWHUWKHPXWDJHQHVLVUHDFWLRQVZHUHILQLVKHGGLJHVWLRQRIRULJLQDOSODVPLGE\
GSQUHVWULFWLRQHQ]\PHZDVSHUIRUPHGIRUKRXUDW&7UDQVIRUPDWLRQVZHUH
SHUIRUPHGLQWRFKHPLFDOO\FRPSHWHQW'+ FHOOVXVLQJYROXPHVRI O ODQG OIRU
HDFK3&5UHDFWLRQUHVXOWLQJLQWRWDOWUDQVIRUPDWLRQV&HOOVZHUHSODWHGRQWR/%SODWHV
FRQWDLQLQJDPSLFLOOLQWRVHOHFWIRUWKHS(7SODVPLG&RORQLHVZHUHRQO\REVHUYHGIRU
3&5PXWDJHQHVLVUHDFWLRQVWKDWXVHGDWOHDVWQJRIWHPSODWH'1$,QWHUHVWLQJO\WKH
($PXWDQWRQO\SURGXFHGRQHFRORQ\WRWDOIURPWKHQJWHPSODWH3&5UHDFWLRQ
DQGWKH OWUDQVIRUPDWLRQ7KH()PXWDJHQHVLVUHDFWLRQSURGXFHGFRORQLHVZLWK
WKHDQGQJ3&5UHDFWLRQVZKLOH(:RQO\SURGXFHGFRORQLHVZLWKWKHQJ
WHPSODWHPXWDJHQHVLVUHDFWLRQ7KHFRPPRQWKHPHEHWZHHQDOOWKHVHPXWDJHQHVLV
UHDFWLRQVLVWKDWQJRI'1$WHPSODWHVKRXOGEHXVHGLQWKHPXWDJHQHVLVUHDFWLRQ
DQGWKHXVHRIVHYHUDOGLIIHUHQWWHPSODWHFRQFHQWUDWLRQVLQWKHLQLWLDOPXWDJHQHVLV
UHDFWLRQVFDQLPSURYHWKHRGGVRIDSRVLWLYHRXWFRPH$GGLWLRQDOO\SRLQWPXWDJHQHVLVRI
0WUXVLQJQJRIWHPSODWHKDVZRUNHGVHYHUDOWLPHVIRURWKHUPHPEHUVRIWKH-RKQVRQ
ODE
 6HYHUDOFORQLQJVWUDWHJLHVZHUHWULHGZLWKRXWVXFFHVVWRPXWDWHFRQVHUYHGUHVLGXHV
LQWKHDUFKGRPDLQRI0WUDQGWKHDVSDUWDWHDQGJOXWDPDWHRIPRWLI,,LQWKH0WU
KHOLFDVHFRUH$PRGLILHGVLWHGLUHFWHGPXWDJHQHVLVSURWRFRO/LXDQG1DLVPLWK
WKDWXVHVD3&5EDVHGPHWKRGWRDPSOLI\WKHGHVLUHGPXWDWLRQZDVXWLOL]HGWR
VXFFHVVIXOO\PRGLI\WKH0WUFRQVWUXFWLQWKHVHGLIILFXOWUHJLRQV3ULPHUVZHUHGHVLJQHG




WKDWFRQWDLQHGDQRYHUODSSLQJDQGQRQRYHUODSSLQJUHJLRQ7KHQRQRYHUODSSLQJUHJLRQ
DOORZHGWKHSULPHUVWREULGJHWKHQLFNVIRXQGRQQHZO\SRO\PHUL]HG'1$DQG
GLVFRXUDJHGSULPHUGLPHUL]DWLRQ7KHSULPHUVZHUHGHVLJQHGVRWKDWWKHQRQRYHUODSSLQJ
UHJLRQKDGDPHOWLQJWHPSHUDWXUH7P &JUHDWHUWKDQWKHRYHUODSSLQJUHJLRQZKLFK
SURPRWHGDQQHDOLQJWRWHPSODWHVWUDQGVLQWKHQRQRYHUODSSLQJUHJLRQ7KHILQDO3&5
UHDFWLRQVFRQWDLQHG;3)87XUEREXIIHUQJRI0WUS(7'WRSRYHFWRU
0RIWKHIRUZDUGDQGUHYHUVHSULPHUV'062DQG ORI3)87XUERLQD O
UHDFWLRQ7KH3&5SDUDPHWHUVZHUHVHWDVF\FOHDW &IRUPLQXWHVIROORZHGE\
F\FOHVRI &IRUPLQXWH &EHORZWKH7PRIWKHQRQRYHUODSSLQJUHJLRQIRU
PLQXWHDQG &IRUPLQXWHVVHFRQGVILQLVKHGZLWKD &H[WHQVLRQIRU
PLQXWHVIROORZHGE\VWRUDJHDW &

Mtr4 Protein Expression and Purification  
Strategies  
 0WUSURWHLQRIS. cerevisiaeZDVUHFRPELQDQWO\H[SUHVVHGLQDQE. coli
%/'(FRGRQ5,/FHOOOLQH$JLOHQW7HFKQRORJLHV3URWHLQH[SUHVVLRQZDVLQGXFHG
XVLQJDQDXWRLQGXFWLRQSURWRFRO6WXGLHU$XWRLQGXFWLRQ\LHOGHGDJUHDWHUDPRXQW
RISURWHLQSHUPHGLDYROXPHPJ/WKDQWUDGLWLRQDO,37*LQGXFWLRQPHWKRGV
3URWHLQH[SUHVVLRQRI0WUZDVH[HFXWHGLQ/EDIIOHG(UOHQPH\HUIODVNV$YROXPHRI
PORIDXWRLQGXFWLRQPHGLDSUHSDUHGZLWKDSSURSULDWHDQWLELRWLFVIRUSURWHLQ
H[SUHVVLRQFKORUDPSKHQLFRODQGDPSLFLOOLQZDVDGGHGWRHDFKIODVN*URZWKVZHUH
LQRFXODWHGZLWKDVPDOODPRXQWa ORIIUR]HQJO\FHUROVWRFNSUHSDUHGIROORZLQJ
SURWRFROVGHVFULEHGLQ6WXGLHUHWDO)ODVNVZHUHDOORZHGWRJURZDW&DWaUSPLQ




DVWDQGLQJVKDNHUIRUKRXUVDIWHUZKLFKWKHIODVNVZHUHPRYHGWRDURRPWHPSHUDWXUH
IORRUVKDNHUDQGVHWWRDVSHHGRIUSP7KHURRPWHPSHUDWXUHVKDNHUKDVDJUHDWHU
UDGLXVLQFKHVDQGSURYLGHGPRUHDHUDWLRQIRUWKHFHOOV5REXVW0WUH[SUHVVLRQZDV
REVHUYHGZKHQFHOOVZHUHJURZQIRUDWOHDVWKRXUVDIWHUWUDQVIHUWRURRPWHPSHUDWXUH
2IWHQFHOOVZHUHJURZQXSWRKRXUVDIWHUWUDQVIHUDQGQRDGYHUVHHIIHFWVLQSURWHLQ
VROXELOLW\RUDFWLYLW\ZHUHREVHUYHG7KHJURZWKDWURRPWHPSHUDWXUHDOORZHGIRUJUHDWHU
0WUVROXELOLW\WKDQWKDWREVHUYHGIRUJURZWKVSHUIRUPHGDW&&HOOVZHUHKDUYHVWHG
E\FHQWULIXJDWLRQZLWKD6RUYDOFHQWULIXJHDQGD6/&URWRUDWUSPDQGZHUH
VWRUHGDW&XQWLOFHOOO\VLV
 &HOOO\VLVZDVSHUIRUPHGE\ILUVWPDQXDOO\EUHDNLQJXSWKHIUR]HQFHOOSHOOHWZLWK
DVWDLQOHVVVWHHOVSDWXODIROORZHGE\LQFXEDWLRQLQO\VLVEXIIHU7DEOHWRZKLFK
O\VR]\PHP0LPLGD]ROHDQGSURWHDVHLQKLELWRUVZHUHSUHYLRXVO\DGGHG7KHILQDO
FRQFHQWUDWLRQRISURWHDVHLQKLELWRUVLQWKHO\VLVVROXWLRQZDV;RIDSURWLQLQ JPO
SHSVWDWLQ JPODQGOHXSHSWLQ JPODQG;FRQFHQWUDWLRQRI306) JPO
/\VR]\PHZDVDGGHGWRREWDLQDILQDOFRQFHQWUDWLRQRIPJRISURWHLQIRUHYHU\PO
RIO\VLVEXIIHU/\VLVEXIIHUZDVDGGHGDWDUDWLRRIPOVRIEXIIHUIRUHYHU\JUDPRI
FHOOSHOOHW7KHO\VLVEXIIHUDQGFUXVKHGSHOOHWZHUHPL[HGWKRURXJKO\ZLWKWKHVSDWXOD
&HOOVZHUHLQFXEDWHGLQO\VR]\PHEXIIHUXQWLOWKHVROXWLRQEHFDPHYHU\YLVFRXV7KH
VROXWLRQZDVWKHQVRQLFDWHGRQLFHDWDSRZHURIDQGDSXOVHRIVHFRQGVZLWK
VHFRQGLQWHUYDOV7KHVRQLFDWHGFHOOSHOOHWVROXWLRQZDVFODULILHGE\FHQWULIXJDWLRQDW
USPVIRUPLQXWHV
 7KHFODULILHGO\VDWHZDVLQFXEDWHGRQ4LDJHQRU)LVKHUEUDQG1LDIILQLW\UHVLQIRU




DWOHDVWRQHKRXUDIWHUZKLFKERXQG0WUZDVZDVKHGDQGHOXWHGRIIWKHUHVLQ(DFK1L
ZDVKVROXWLRQFRQWDLQHGDFRQFHQWUDWLRQRIP0RILPLGD]ROH7KHZDVKYROXPHVZHUH
POVRIO\VLVEXIIHUPOVRIEXIIHU%DQGPOVRIEXIIHU$VHH7DEOH
0WUSURWHLQZDVHOXWHGLQPORI%XIIHU$ZLWKP0RILPLGD]ROHDQGPORI
%XIIHU$ZLWKP0LPLGD]ROH$OOO\VLVZDVKHOXWLRQDQGSXULILFDWLRQEXIIHUV
FRQWDLQHGJO\FHUROP0+(3(6S+DQGP0EHWDPHUFDSWRHWKDQRO6DOW
FRQFHQWUDWLRQYDULHGLQWKHEXIIHUVXVHGLQWKHFKURPDWRJUDSK\SURFHGXUHVDQGDUHOLVWHG
LQ7DEOH)ROORZLQJHOXWLRQRIIRI1LUHVLQ6'63$*(ZDVSHUIRUPHGWRLGHQWLI\WKH
DEXQGDQFHRIWKHSURWHLQLQHDFKIUDFWLRQ)LVKHUUHVLQFRPPRQO\ELQGVDFRQWDPLQDWLQJ
SURWHLQWKDWUXQVDWDERXWN'DRQ6'63$*(DQG4LDJHQUHVLQELQGVDN'D
FRQWDPLQDWLQJSURWHLQ,QFXEDWLRQRIWKHFODULILHGO\VDWHRQ1LUHVLQIRUPRUHWKDQ
KRXUVUHVXOWHGLQDODUJHTXDQWLW\RIWKHVHDQGRWKHUFRQWDPLQDWLQJSURWHLQVVWLFNLQJHYHQ
DIWHUZDVKVWHSVRIVXEVWDQWLDOYROXPH%\PLQLPL]LQJWKHLQFXEDWLRQWLPHRQ1LUHVLQWR
KRXUDODUJHSRUWLRQRIWKHREVHUYHGFRQWDPLQDWLRQZDVDYRLGHG
 )XUWKHUSXULILFDWLRQZLWK+HSDULQDIILQLW\4DQG*HO)LOWUDWLRQFKURPDWRJUDSK\LV
UHTXLUHGDIWHU1LDIILQLW\WRUHPRYHVHYHUDOFRQWDPLQDWLQJSURWHLQVDZD\IURP0WULQ

Table 2.1%XIIHUVXVHGIRUSXULILFDWLRQRI0WUSURWHLQ
%XIIHUQDPH /\VLV%XIIHU %XIIHU$ %XIIHU% %XIIHU4 6L]LQJ%XIIHU
*O\FHURO     
+(3(6S+ P0 P0 P0 P0 P0
0( P0 P0 P0 P0 P0
1D&O P0 P0 0 P0 P0
9ROXPHXVHG P/ / P/ P/ /




SUHSDUDWLRQIRUFU\VWDOOL]DWLRQDQGELRFKHPLFDODQDO\VLV7KH1LUHVLQHOXWLRQVZHUH
ORDGHGGLUHFWO\RQWRDPOKHSDULQFROXPQWKDWZDVSUHYLRXVO\SUHSDUHGE\ZDVKLQJZLWK
PORI%XIIHU%DQGPORI%XIIHU$6HYHUDOFRQWDPLQDWLQJSURWHLQVLQFOXGLQJWKRVH
WKDWDUHFRPPRQO\SXOOHGGRZQE\4LDJHQDQG)LVKHU1LUHVLQVIORZHGGLUHFWO\WKURXJK
WKHKHSDULQUHVLQ7KHFROXPQZDVZDVKHGZLWK%XIIHU$XQWLOWKHDEVRUEDQFHVWD\HG
IODWIRUDWOHDVWPOV$POJUDGLHQWIURPWREXIIHU%ZDVSHUIRUPHGXVLQJ
DQ$.7$SXULILHURU$.7$SULPHFKURPDWRJUDSK\V\VWHP0WUHOXWHGDWDSSUR[LPDWHO\
P6FP7KHSHDNLVIDLUO\EURDGDQGUHTXLUHVFRQFHQWUDWLQJEHIRUHWKHXVHRIDJHO
ILOWUDWLRQFROXPQ
 ,QDQHIIRUWWRFRQFHQWUDWHWKHSURWHLQWKHPOFROOHFWHGIUDFWLRQVIURPWKH
KHSDULQHOXWLRQSHDNZHUHSRROHGDQGGHVDOWHGLQWR%XIIHU4XVLQJDGHVDOWLQJFROXPQ
%XIIHU4FRQWDLQVP01D&ODOORZLQJ0WUWRDVVRFLDWHZLWKWKH4UHVLQ7KH
GHVDOWHG0WUZDVWKHQORDGHGRQWRDPO4FROXPQZLWK%XIIHU4DQGWKHQHOXWHGLQD
VWHHSPO%XIIHU%JUDGLHQWRIWR0WUTXLFNO\HOXWHVRIIWKH4FROXPQ
HIIHFWLYHO\FRQFHQWUDWLQJWKHSURWHLQLQWRDERXWPOV
 7KHPOIUDFWLRQVRIWKH4FROXPQZHUHSRROHGDQGORDGHGLQWRDQLQMHFWLRQORRS
RIWKH$.7$SULPHSXULILHUV\VWHPWRZKLFKDPO6XSHUGH[FROXPQLV
DWWDFKHG7KHJHOILOWUDWLRQFROXPQZDVZDVKHGZLWKRQHFROXPQYROXPHRI6L]LQJEXIIHU
DQGWKHQWKHFRQFHQWUDWHG0WUZDVORDGHGRQWRWKHFROXPQ7KHSURWHLQHOXWHVRIIWKH
6XSHUGH[FROXPQDWDERXWPOVDIWHULQMHFWLRQ7KHILQDOEXIIHUFRQGLWLRQVRI
SXULILHGSURWHLQZHUHWKRVHGHVFULEHGDERYHSOXVP01D&O7KHSURWHLQZDVWKHQ
SRROHGDQGFRQFHQWUDWHGWRDWOHDVWPJPO)RUELRFKHPLFDODVVD\VDQGRU




FU\VWDOOL]DWLRQWULDOV0WUFDQEHFRQFHQWUDWHGWRDVPXFKDVPJPO7KH1DQRGURS
7KHUPRILVKHUVSHFWURSKRWRPHWHUZDVXVHGWRGHWHUPLQHWKHILQDOFRQFHQWUDWLRQRIWKH
SURWHLQXVLQJDQH[WLQFWLRQFRHIILFLHQWFDOFXODWHGXVLQJWKH3URW3DUDPVRIWZDUHSDFNDJH
IRXQGRQWKH([3DV\ZHESDJH
 3XULILHG0WUSURWHLQZDVVWRUHGE\ILUVWGLOXWLQJWKHFRQFHQWUDWHGSURWHLQLQ
VL]LQJEXIIHUWKDWFRQWDLQHGJO\FHUROEULQJLQJWKHILQDOJO\FHUROFRQFHQWUDWLRQXSWR
EHIRUHIUHH]LQJ0WUSURWHLQLQJO\FHUROZDVIUR]HQIRUVWRUDJHE\SLSHWWLQJ
 OEHDGVRQWROLTXLG1LWURJHQ$IWHUIUHH]LQJWKHEHDGVDUHFROOHFWHGDQGVWRUHGDW
&
 7RSXULI\WKH0WUSURWHLQLQURXJKO\KRXUVWKHEXIIHUVQHHGWREHPDGH7DEOH
DQG1LUHVLQUHJHQHUDWHGWKHSUHYLRXVGD\,WWDNHVDSSUR[LPDWHO\KRXUVWRJHWWKH
SURWHLQSUHSIURPFHOOO\VLVWRWKHLQMHFWLRQORRSRIWKHVL]LQJFROXPQ7LPHFDQEHVDYHG
E\ZDVKLQJWKH+HSDULQDQG4FROXPQVHLWKHUWKHGD\EHIRUHWKHSUHSRUGXULQJWKH
FHQWULIXJDWLRQRIWKHO\VDWHRUKRXULQFXEDWLRQRQ1LUHVLQ,WLVYHU\KHOSIXOWRKDYH
DFFHVVWRWZR$.7$V\VWHPVSULPDULO\IRUSUHSDUDWLRQRIWKHGHVDOWLQJFROXPQZKLOHWKH
SURWHLQLVHOXWLQJRIIRIWKH+HSDULQFROXPQ7KHGHVDOWLQJDQGVXEVHTXHQWFRQFHQWUDWLRQ
RI0WURQWKH4FROXPQPDNHWKHKRXUSHULRGIURPO\VLVWRVL]LQJLQMHFWLRQSRVVLEOH
0WUKDVDOVREHHQVXFFHVVIXOO\SUHSSHGZLWKIXOODFWLYLW\LQDKRXUSHULRG7KLV
WLPHOLQHXVXDOO\LQFOXGHVDEUHDNDIWHUHOXWLRQRIIRIWKH+HSDULQFROXPQ7KHSURWHLQLV
VWRUHGDW &XQWLOWKHIROORZLQJGD\ZKHQWKHSUHSFDQEHFRQWLQXHG
 
Mtr4 Crystallization 
 &U\VWDOOL]DWLRQRI0WUZDVSHUIRUPHGXVLQJVWDQGDUGYDSRUGLIIXVLRQPHWKRGV




7KHFU\VWDOVWKDWDOORZHGIRUVWUXFWXUHVROXWLRQZHUHJURZQLQVLWWLQJGURSWUD\VDW&LQ
0DPPRQLXPSKRVSKDWHGLEDVLFDQG07ULVEDVHS+DWDSURWHLQZHOO
GURSUDWLRXVLQJPJPOKLVWDJJHG0WUSURWHLQ$OWKRXJK7(9FOHDYHGSURWHLQLV
DPHQDEOHWRFU\VWDOOL]DWLRQLQWKHVDPHFRQGLWLRQVWKHFU\VWDOVJURZLQDGLVWRUWHG
PDQQHUDQGWKHUHZDVQRLPSURYHPHQWLQWKHGLIIUDFWLRQRIWKHFU\VWDOV,QRUGHUWR
SURYLGHSKDVLQJGDWDIRUVWUXFWXUHVROXWLRQVHOHQRPHWKLRQLQHVXEVWLWXWHG6HPHW0WU
ZDVH[SUHVVHGLQE. coliXVLQJDPRGLILHGDXWRLQGXFWLRQSURWRFRO6WXGLHU6HPHW
SXULILFDWLRQDQGFU\VWDOOL]DWLRQZDVWKHVDPHDVGHVFULEHGIRUWKHQDWLYHSURWHLQ
 'XHWRWKHPRGHVWGLIIUDFWLRQRIWKHRULJLQDO0WUFU\VWDOVPDQ\HIIRUWVZHUH
PDGHWRLPSURYHWKHUHVROXWLRQRIGDWDWKURXJKRSWLPL]DWLRQRI0WUFU\VWDOJURZWK
6HYHUDOYDULDEOHVZHUHSUREHGLQFOXGLQJWKHDGGLWLRQRIQXFOHRWLGHVDQGRURWKHU
DGGLWLYHVVHHGLQJVWUDWHJLHVJURZWKWHPSHUDWXUHDQGUDWLRVZLWKHVWDEOLVKHGURERW
VFUHHQV)RUDQH[WHQVLYHGHVFULSWLRQRIDOOFU\VWDOOL]DWLRQWULDOVVHHWKH-DFNVRQFU\VWDO
ORJORFDWHGLQWKH-RKQVRQODE0WUFU\VWDOVJUHZLQWKHSUHVHQFHRIYDULRXVDGGLWLYHVWR
WKHRULJLQDOEXIIHUDQGLWDSSHDUVWKDWDGGLWLRQRI3(*FDXVHVWKHFU\VWDOVWRJURZODUJHU
LQVL]HDQGPD\VOLJKWO\LPSURYHWKHGLIIUDFWLRQSURSHUWLHVRIWKHFU\VWDO$OWKRXJKWKH
HIIRUWVWRLPSURYHGLIIUDFWLRQZHUHVLJQLILFDQWE\QRPHDQVLVWKHRSWLPL]DWLRQFRPSOHWH
DQGLWLVSRVVLEOHWKDWIXUWKHURSWLPL]DWLRQFRXOG\LHOGEHWWHUGLIIUDFWLQJFU\VWDOV
,WZDVGLVFRYHUHGWKDW0WUZLOOJURZDWURRPWHPSHUDWXUHDQG&ZKHQVHHGHGIURP
DSUHH[LVWLQJFU\VWDO7RVHHGDVPDOO0WUFU\VWDOJURZQDW&ZDVFUXVKHGLQ ORI
ZHOOVROXWLRQEXIIHUXQWLOQRODUJHFU\VWDOFKXQNVFRXOGEHLGHQWLILHGXVLQJWKH
PLFURVFRSH7KLV OVDPSOHZDVWKHQGLOXWHGIURPIROGLQZHOOVROXWLRQ




EHIRUHDGGLWLRQWRFU\VWDOOL]DWLRQGURSVDWD OYROXPH
 6HYHUDORWKHUFU\VWDOOL]DWLRQFRQGLWLRQVZHUHGLVFRYHUHGLQURERWVFUHHQVIRU0WU
WKDWUHTXLUHGWKHSUHVHQFHRI'1$RU51$ROLJRQXFOHRWLGHV+RZHYHUWKHVHFU\VWDOV
SURYHGGLIILFXOWWRZRUNZLWKEHFDXVHVRPHFRXOGQRWEHUHSURGXFHGDQGRWKHUVGLGQRW
GLIIUDFWZHOORUZHUHGLIILFXOWWRSODFHLQWRFU\RVROXWLRQ,QFOXGHGLQ7DEOHDUHWKH
WKUHH0WUFU\VWDOKLWVWKDWRFFXUUHGLQWKHSUHVHQFHRIQXFOHLFDFLGWKDWZHUHUHSURGXFHG
LQKDQGWUD\V7KHRSWLPL]DWLRQRIWKHFU\VWDOOL]DWLRQSDUDPHWHUVLQWKHSUHVHQFHRI
51$'1$ROLJRVZDVPLQLPDODQGLWLVKRSHGWKDWWKLVWDEOHFDQEHDUHIHUHQFHIRURWKHUV

Table 2.2.&U\VWDOOL]DWLRQFRQGLWLRQVRI0WU
&RQVWUXFW PJPO
&U\VWDOOL]DWLRQ
%XIIHU 7HPS
1XFOHLF
$FLG1$
0WU
1$
SURWHLQ
ZHOO
'DWHRI
ILUVWKLW
%HVW
'LII
0WUIXOO  01+32
07ULVS+


   $XJ c
/RRSOHVV  01+32
07ULVS+


   0D\ c
0WUIXOO  06XFFLQLF$FLG
ZY3(*
 QWSRO\
$51$D
  -XO\ 
0WUIXOO  0.)
ZY3(*
 QWSRO\
$'1$
  0D\ c
0WUIXOO  063*%XIIHU
S+DQGS+
ZY3(*
 '1$
KDLUSLQ
  0D\ c
0WU
/RRSOHVV
 063*%XIIHU
S+DQGS+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
VHHNLQJWRSXUVXHFRFU\VWDOVWUXFWXUHVRI0WUZLWKQXFOHLFDFLG7KHSRO\$ROLJRV
XVHGLQWKHVHWULDOVZHUHSXUFKDVHGIURP,'77KHQW'1$ROLJRWKDWIRUPVDKDLUSLQ
VWUXFWXUHPHDQWWRPLPLFWKHDFFHSWRUVWHPRIDW51$ZDVDOVRSXUFKDVHGIURP,'7
KRZHYHUWKH51$YHUVLRQRIWKHW51$KDLUSLQZDVPDGHXVLQJWKHODUJHVFDOHin vitro
WUDQVFULSWLRQUHDFWLRQGHVFULEHGEHORZ7KH'1$VHTXHQFHXVHGZDV¶
$*&*&&*&7&**$$$$$&&*$*&**&*&7$&&$$$$$¶WKHSRUWLRQVRIWKH
VHTXHQFHWKDWK\GURJHQERQGVWRIRUPWKHKDLUSLQDUHXQGHUOLQHG 7KH51$KDLUSLQZDV
YHU\VLPLODUZLWKWKHVHTXHQFH*&*&&*&8&**$$$$$&&*$*&**&*&8$&&$
$$$$¶
 7KHVPDOOROLJRVZHUHSUHSDUHGE\UHVXVSHQGLQJSUHFLSLWDWHGVDPSOHVZLWKWKH
IORZWKURXJKIURP0WUSRVWJHOILOWUDWLRQFRQFHQWUDWLRQ6DPSOHVZHUHXVXDOO\
LQFXEDWHGDWDSURWHLQQXFOHLFDFLGUDWLR/DUJHUROLJRVVXFKDVW51$LPHWZHUH
SURGXFHGXVLQJWKHin vitroWUDQVFULSWLRQUHDFWLRQGHVFULEHGEHORZ$OWKRXJKVHYHUDO
FU\VWDOOL]DWLRQWULDOVKDYHEHHQSHUIRUPHGZLWKW51$LPHWDFRQGLWLRQWKDWSURGXFHVFU\VWDO
JURZWKZLWKDQ0WUFRQVWUXFWKDV\HWWREHGLVFRYHUHG
 
Cryosolvent and cryocooling of Mtr4 crystals  
 7ZRIRUPVRIF\URVROYHQWVZHUHFRPPRQO\XVHGIRUIUHH]LQJ0WUDSRFU\VWDOV
7KHILUVWFU\RVROYHQWLQFOXGHGJO\FHURODQGWKHVHFRQGGH[WURVH0WUFU\VWDOVZHUH
VWHSSHGXSLQWRZHOOVROXWLRQZLWKJO\FHUROLQLQFUHPHQWVRIJO\FHUROZLWKVLWWLQJ
WLPHVRIVHFRQGVWRPLQXWHV'LUHFWSOXQJLQJRIFU\VWDOVLQWRZHOOVROXWLRQZLWK
JO\FHUROGLGQRWLPSDFWGLIIUDFWLRQIRUEHWWHURUZRUVH7KXVFU\VWDOVZHUHFRPPRQO\
PRYHGGLUHFWO\LQWRFU\RVROYHQWWKDWFRQWDLQHGJO\FHURO0DPPRQLXPK\GURJHQ




SKRVSKDWHGLEDVLF07ULVS+7KHVHFRQGPHWKRGIRUFUHDWLQJFU\RVROYHQWZDV
XVHGWRDYRLGWKHSURGXFWLRQRISKRVSKDWHFU\VWDOVWKDWRFFXUUHGZKHQEXIIHUFRQWDLQLQJ
DPPRQLXPSKRVSKDWHLQWKHSUHVHQFHRIJO\FHURO7KLVPHWKRGLVIRXQGRQWKH+DPSWRQ
5HVHDUFKZHEVLWHDQGLVH[HFXWHGE\DGGLQJPJDQGPJRIGH[WURVHWR O
DOLTXRWVRIZHOOVROXWLRQ7KLVHIIHFWLYHO\FUHDWHVDDQGZYGH[WURVHVROXWLRQ
7KHFU\VWDOVDUHVWHSSHGXSILUVWLQWRWKHDQGWKHQLQWRWKHVROXWLRQVWRREWDLQ
FU\RVROYHQF\;UD\GLIIUDFWLRQRI0WUDSRFU\VWDOVDWURRPWHPSHUDWXUHGHPRQVWUDWHG
LPSURYHGGLIIUDFWLRQRYHUWKRVHIUR]HQLQFU\RVXJJHVWLQJWKDWWKHUHLVURRPIRU
RSWLPL]DWLRQ+RZHYHUWKHLPSURYHPHQWLQUHVROXWLRQZDVQRWVXEVWDQWLDO

Data Collection, Structure Determination,  
Modeling, and Refinement of Mtr4  
 7KHPHWKRGRORJLHVXVHGWRFROOHFWWKHFU\VWDOORJUDSKLFGDWDVROYHWKHVWUXFWXUH
PRGHODWRPSRVLWLRQVDQGUHILQHWKHPRGHORI0WUDUHGHVFULEHGLQWKRURXJKGHWDLOLQ
&KDSWHURIWKLVGLVVHUWDWLRQ

Sequence alignment and conservation analysis  
 7KH&RQ6XUIVHUYHUZDVXVHGWRGHWHUPLQHVHTXHQFHFRQVHUYDWLRQLQDPDQQHUWKDW
FRQVLGHUHGSK\ORJHQHWLFUHODWLRQVKLSVLQWRWKHFDOFXODWLRQ6HTXHQFHDOLJQPHQWVDQG
FRQVHUYDWLRQVFRUHVVKRZQLQ&KDSWHUVDQGZHUHFDOFXODWHGZLWK&RQ6XUI/DQGDXHW
DO,Q&KDSWHUWKHDUFKVHTXHQFHIURPS. cerevisiae0WUZDVXVHGDVDTXHU\
DQGXQLTXH0WUVHTXHQFHVZHUHLGHQWLILHGIRUDQDO\VLV7KHFRQVHUYDWLRQVFRULQJ
REVHUYHGLQ)LJXUHVDQGFRPHIURPWKLVDQDO\VLV$VLPLODUVHDUFKZLWKWKH
SXWDWLYHDUFKVHTXHQFHIURPS. cerevisiae6NLUHWULHYHGXQLTXHVHTXHQFHVIURPZKLFK




WKHFRORUVFKHPHREVHUYHGIRU6NLFRQVHUYDWLRQLQ)LJXUHVDQGZDVGHULYHG
 ,Q&KDSWHUDQG&KDSWHUDOLJQPHQWVZHUHDOVRPDGHZLWKPRGHOVSHFLHVXVLQJ
&OXVWDO:7KHSURJUDP(635,37*RXHWHWDOZDVXVHGWRFDOFXODWH
FRQVHUYDWLRQVFRULQJRIWKHIXOOOHQJWKDOLJQPHQWRI0WUDQG6NLVHTXHQFHVIURPPRGHO
VSHFLHVGLVSOD\HGLQ$SSHQGL[$DQGUHIHUUHGWRLQ&KDSWHU7KH&RQVHUYDWLRQVFRUHV
FDOFXODWHGE\&RQVXUILQ&KDSWHUZHUHGHWHUPLQHGIURP&OXVWDO:DOLJQPHQWVRI
VHTXHQFHVRI0WUDQGRWKHU6NLOLNHKHOLFDVHVIURPPRGHOVSHFLHV/DUNLQHWDO
 
Biochemical analysis of Mtr4  
 7KH$73DVH51$XQZLQGLQJDQG51$ELQGLQJDFWLYLWLHVRI0WUDQG0WU
PXWDQWVZHUHDQDO\]HGXVLQJPHWKRGRORJLHVSUHYLRXVO\GHYHORSHGWRSUREH0WUDQG
75$03IXQFWLRQ%HUQVWHLQHWDO%HUQVWHLQHWDO-LDHWDO:DQJHW
DO,Q&KDSWHUPRGLILHGYHUVLRQVRIWKHFRORURPHWULFPDODFKLWHJUHHQDVVD\
GHVFULEHGLQ%HUQVWHLQHWDO%HUQVWHLQHWDODQGWKHXQZLQGLQJGHVFULEHGLQ:DQJ
HWDO:DQJHWDOZHUHXVHGWRVKRZWKDWUHPRYDORIWKHDUFKGRPDLQGLGQRW
VHYHUHO\LPSDFWWKHIXQGDPHQWDOHQ]\PDWLFDFWLYLWLHVRI0WU&KDSWHUSUREHVWKH
DFWLYLWLHVRI0WUUDWFKHWKHOL[PXWDQWVZLWKEXIIHUVDQGVXEVWUDWHVWKDWZHUHRSWLPL]HG
E\WKH-DQNRZVN\ODE-LDHWDOZLWKDQHPSKDVLVRQXQZLQGLQJDFWLYLW\6OLJKW
PRGLILFDWLRQVZHUHPDGHWRWKHXQZLQGLQJEXIIHUIURPDP01D+32S+
EXIIHUV\VWHPWRDP00236S+6DOWFRQFHQWUDWLRQVZHUHPRGLILHGVOLJKWO\
EHWZHHQWKHWZRYHUVLRQVRIWKHDVVD\,QWKDWWKHSULPDU\DQDO\VLVRI&KDSWHUZDVWR
GHWHUPLQHWKHHIIHFWRIVXEVWUDWHRQ0WUDFWLYLW\WKHVDPHEXIIHUXVHGIRUXQZLQGLQJZDV
DOVRXVHGLQWKHPDODFKLWHJUHHQDQG51$ELQGLQJDVVD\V7KHIXOOGHWDLOVUHJDUGLQJ




EXIIHUVDQGVXEVWUDWHFRQFHQWUDWLRQVDUHGHVFULEHGLQPHWKRGVVHFWLRQVRI&KDSWHUVDQG

 
Preparation of RNA substrates for unwinding assays   
 )RUWKHLQLWLDOXQZLQGLQJDVVD\VWKHPHU51$VXVHGLQ&KDSWHUIRU¶
RYHUKDQJVZHUHin vitroWUDQVFULEHGXVLQJWKH$PSOLVFULEH751$7UDQVFULSWLRQ.LW
(SLFHQWUH7KHQW51$WKDWZDVGLVSODFHGLQDOOWKHXQZLQGLQJDVVD\VDVZHOODVWKH
ROLJRPHU51$VXVHGIRURYHUKDQJVLQ&KDSWHUZHUHRUGHUHGIURP,'77KHQW
51$ZDVUDGLRODEHOHGXVLQJ$73> 3@&LPPRODQG.LQDVH0D[¶HQGODEHOLQJ
NLW$PELRQ7KHILQDO¶ODEHOLQJUHDFWLRQFRQWDLQHGSPROVRI51$;.LQDVH
%XIIHU$PELRQ8 ORIULERORFN)HUPHQWDV ORI7NLQDVHDQGSPROVRI
> 3@&LPPRO$737KHUHDFWLRQZDVLQFXEDWHGIRUKRXUVDW &DIWHUZKLFK
WKHNLQDVHZDVLQDFWLYDWHGE\KHDWLQJWKHUHDFWLRQWR &IRUPLQXWHVLQDVDQGKHDW
EORFN7RSURGXFHODEHOHGGXSOH[51$WKHVROXWLRQZDVVSXQGRZQDQGWKHRYHUKDQJ
51$VWUDQGZDVDGGHGDWDRYHUKDQJWRSVWUDQGUDWLR7KHVROXWLRQZDVDJDLQ
KHDWHGWR &IRUPLQXWHVDIWHUZKLFKLWZDVDOORZHGWRFRROWRURRPWHPSHUDWXUH
'XSOH[51$ZDVVXFFHVVIXOO\PDGHE\VLPSO\DOORZLQJWKHVROXWLRQWRFRRORQWKHEHQFK
WRS+RZHYHUVORZHUFRROLQJPHWKRGZDVDOVRFRPPRQO\HPSOR\HGLQZKLFKWKH
WHPSHUDWXUHWRWKHVDQGKHDWEORFNZDVWXUQHGRIIDQGWKHVROXWLRQZDVVSXQGRZQHYHU\
PLQXWHVLQWKHFHQWULIXJHXQWLOWKHWHPSHUDWXUHUHDFKHG &DWZKLFKSRLQWWKH
UHDFWLRQZDVPRYHGWRWKHEHQFKWRS
 7RSXULI\WKHGXSOH[51$DZD\IURPWKHH[FHVVUDGLRODEHOHG$73DQGUHDFWLRQ
FRPSRQHQWVWKHDQQHDOLQJUHDFWLRQZDVFRPELQHGZLWKKHOLFDVHORDGLQJG\HDQGORDGHG




RQWRDQDWLYH;7%(SRO\DFU\ODPLGHJHO7KHJHOZDVUXQDW9IRU
PLQXWHV7KHJHOZDVWKHQUHPRYHGZUDSSHGLQFHOORSKDQHDQGH[SRVHGWR[UD\ILOPWR
GHWHUPLQHWKHORFDWLRQRIWKHUDGLRODEHOHGGXSOH[51$7KHILOPZDVGHYHORSHGLQWKH
GDUNURRPXVLQJGHYHORSHUDQGIL[HUSXUFKDVHGIURP6LJPD8VLQJWKHGHYHORSHGILOPDV
DJXLGHWKH51$ZDVFXWRXWRIWKHJHODVDSRO\DFU\ODPLGHVODEDQGSODFHGLQ ORI
H[WUDFWLRQEXIIHU0DPPRQLXPDFHWDWHP0('7$6'6IRUKRXUV
7KH51$WKDWGLIIXVHGLQWRWKHDPPRQLXPDFHWDWHEXIIHUZDVSUHFLSLWDWHGE\DGGLQJ
YROXPHVRILFHFROGHWKDQRODQG ORIPJPOJO\FRJHQ7KHVROXWLRQZDVLQFXEDWHG
IRU±PLQXWHVDW±&IROORZHGE\FHQWULIXJDWLRQDW&IRUaPLQXWHV7KH
VXSHUQDWDQWZDVUHPRYHGDQGWKHSHOOHWRISUHFLSLWDWHG51$ZDVDOORZHGWRGU\51$
ZDVWKHQUHVXVSHQGHGLQDQDSSURSULDWHYROXPHRIDXWRFODYHGQXFOHDVHIUHHZDWHU
 
In vitro transcription of RNA 
 $ODUJHVFDOHin vitroWUDQVFULSWLRQUHDFWLRQZDVGHYHORSHGWRPDNHVWUXFWXUHG
51$VOLNHW51$DQGU51$DWWKHTXDQWLWLHVUHTXLUHGIRUFU\VWDOOL]DWLRQWULDOVDQG
ELRFKHPLFDODQDO\VLV7KHUHDFWLRQZDVDOVRXVHGWRSURGXFHUDGLRODEHOHG51$
VXEVWUDWHVZLWK> 3@QXFOHRWLGHV3&5WHPSODWHVZHUHJHQHUDWHGXVLQJ3)8SRO\PHUDVH
DQGDVVRFLDWHGPDGHLQWKH-RKQVRQODESURWRFROVDUHORFDWHGLQWKH-RKQVRQODE7
51$SRO\PHUDVHZDVH[SUHVVHGDQGSXULILHGLQWKH-RKQVRQODEGHVFULEHGEHORZ$OO
173VZHUHPDGHDVLQGLYLGXDOVWRFNVROXWLRQVRI 0IRUZKLFKS+ZDVDGMXVWHGWR
DQGILOWHUHGEHIRUHXVH7UDQVFULSWLRQEXIIHUZDVPRGLILHGIURPWKRVHSUHYLRXVO\
GHVFULEHG%DWH\DQG.LHIW.LHIWDQG%DWH\DQGWKH;EXIIHUFRQVLVWHGRI
P07ULVS+P00J&OP06SHUPLGLQHP0'77DQG7ULWRQ




;7KHILQDOFRQFHQWUDWLRQVIRUDPOWUDQVFULSWLRQUHDFWLRQZHUHWUDQVFULSWLRQEXIIHU
;3&5SURGXFWWRWDOYROXPH173VP0HDFK*03P0DQG7SRO\PHUDVH
5HDFWLRQVZHUHLQFXEDWHGDW &LQDZDWHUEDWKIRUKRXUV7KHWUDQVFULEHG51$ZDV
WKHQSXULILHGXVLQJSRO\DFU\ODPLGHJHOH[WUDFWLRQWHFKQLTXHVRUJHOILOWUDWLRQ
 
T7 polymerase protein expression and purification  
 7KH3$5SODVPLG6LJPDZDVWUDQVIRUPHGLQWR%/'(FRGRQSOXVFHOOV
IURPZKLFKJO\FHUROVWRFNVZHUHPDGH$XWRLQGXFWLRQPHGLD6WXGLHUYROXPHVRI
P/ZHUHJURZQLQEDIIOHG/IODVNVDW&LQDVWDQGLQJVKDNHUDWUSPIRU
KRXUVDIWHUZKLFKIODVNVZHUHPRYHGWRDURRPWHPSHUDWXUHDWUSPIRUPRUHKRXUV
&HOOVZHUHSHOOHWHGDWUSPLQWKH6RUYDO6/&URWRUDQGIUR]HQDW&XQWLO
O\VLV
 7KH7SRO\PHUDVHSXULILFDWLRQSURFHGXUHZDVDGDSWHGIURPDQH[LVWLQJSURWRFRO
/LHWDO3URWHDVHLQKLELWRUVDQGO\VR]\PHZDVDGGHGWR7O\VLVEXIIHULQWKH
VDPHPDQQHUGHVFULEHGIRUWKHO\VLVEXIIHURI0WU/LNHZLVHWKHPDQXDOEUHDNLQJRIWKH
SHOOHWLQFXEDWLRQZLWKO\VLVVROXWLRQVXEVHTXHQWVRQLFDWLRQDQGFODULILFDWLRQZHUHDOO
SHUIRUPHGDVZDVGRQHIRU0WU$VHFRQGFHQWULIXJDWLRQVWHSZDVSHUIRUPHGZLWKWKH
FODULILHGO\VDWHXVLQJWKHXOWUDFHQWULIXJHDWUSPIRUKRXU7KHXOWUDFHQWULIXJH
O\VDWHZDVWKHQILOWHUHGXVLQJDPLFURQILOWHUDQGZDVORDGHGRQWRDPO4FROXPQ
LQWDQGHPZLWKD+HSDULQFROXPQWKDWZDVSUHYLRXVO\HTXLOLEUDWHGZLWKPORI7
EXIIHU,,IROORZHGE\PORI7EXIIHU,VHH7DEOH$IWHUORDGLQJWKHFROXPQV
ZHUHZDVKHGZLWKP/VRI7EXIIHU,)ROORZLQJWKHZDVKVWHSWKH4FROXPQZDV
XQKRRNHGDQGDP/1D&OJUDGLHQWIURPWR7EXIIHU,,HOXWHGWKHSURWHLQRII




WKHFROXPQDVDEURDGWDOOSHDN7KHIUDFWLRQVFRQWDLQLQJWKH7SRO\PHUDVHSURWHLQZHUH
FRQFHQWUDWHGWRDWRWDOYROXPHRIDERXWPOVDQGZHUHORDGHGLQWRDQLQMHFWLRQORRSRID
VXSHUGH[FROXPQWKDWZDVHTXLOLEUDWHGZLWK7VL]LQJEXIIHU7KH7
SRO\PHUDVHFDPHRIILQDQLFHVKDUSSHDN7KHSRO\PHUDVHIUDFWLRQVZHUHSRROHGDQG
FRQFHQWUDWHGWRPJPORISURWHLQ7KHSURWHLQZDVSUHSDUHGIRUVWRUDJHE\PL[LQJ
FRQFHQWUDWHG7SRO\PHUDVHDWDUDWLRZLWK7VL]LQJEXIIHUWKDWFRQWDLQHG
JO\FHUROPDNLQJWKHILQDOFRQFHQWUDWLRQRI7SRO\PHUDVHPJPOLQ7VL]LQJEXIIHU
WKDWFRQWDLQHGJO\FHURO7KHSURWHLQZDVIODVKIUR]HQE\SLSHWWLQJ OEHDGVLQWR
OLTXLGQLWURJHQ%HDGVZHUHJDWKHUHGDQGVWRUHGDW&
 7KHDFWLYLW\RI7SRO\PHUDVHZDVGHWHUPLQHGIRUVHYHUDOVWHSVRIWKHSXULILFDWLRQ
SURFHVV7KHFRQFHQWUDWLRQRIWKHSRROHGIUDFWLRQVRISRVWKHSDULQFRQFHQWUDWHGSRVW
KHSDULQFRQFHQWUDWHGSRVWVL]LQJDQGWKHIODVKIUR]HQSRVWVL]LQJ7SRO\PHUDVHZDV
GHWHUPLQHGZLWKWKHQDQRGURSVSHFWURSKRWRPHWHU7KHUPR)LVKHUIROORZHGE\in vitro
WUDQVFULSWLRQRIW51$LPHW7KHFRQFHQWUDWLRQRISURWHLQYDULHGDWHDFKSXULILFDWLRQVWHS
ZLWKSRVWKHSDULQDVPJPOFRQFHQWUDWHGSRVWKHSDULQPJPOFRQFHQWUDWHGSRVW
VL]LQJPJPODQGIODVKIUR]HQSRVWVL]LQJDVPJPO6RPHSURWHLQZDVORVW
EHWZHHQWKHKHSDULQDQGVL]LQJFROXPQVa+RZHYHULWZDVGLIILFXOWWRREVHUYH
ZKHWKHUWKLVZDVGXHWRWKHORVVRIFRQWDPLQDWLQJSURWHLQVRULIWKHSRO\PHUDVHLWVHOIZDV
ORVW$FWLYLW\WHVWVRIHDFKSURWHLQIUDFWLRQVKRZHGUREXVWSRO\PHUL]DWLRQZLWKOLWWOHWRQR
GLIIHUHQFHVLQDFWLYLW\EHWZHHQHDFKIUDFWLRQ






Table 2.37SXULILFDWLRQEXIIHUV
%XIIHU 7/\VLVEXIIHU 7EXIIHU, 7EXIIHU,, 7VL]LQJEXIIHU
*O\FHURO    
.32S+ P0 P0 P0 P0
('7$ P0 P0 P0 P0
'77 P0   P0
0( P0 P0 P0 
1D&/ P0 P0 0 P0
9ROXPH P/ / / /


Structure solution of E.coli ACTase using  
PtCl4 for heavy atom derivatization1 
 ,QDQDWWHPSWWRGHWHUPLQHWKH[UD\FU\VWDOVWUXFWXUHRIWKH1WHUPLQXVRI6NL
WKHF\WRVROLFKRPRORJRI0WUUHVLGXHVRI6NLZHUHFORQHGH[SUHVVHGDQG
SXULILHG7KHSXULILHGSURWHLQSURGXFHGVPDOOFXELFFU\VWDOVWKDWZHUHGLIILFXOWWR
UHSURGXFH)LJXUH6HHGLQJWHFKQLTXHVDOORZHGIRUWKHUHSURGXFWLRQRIWKHVPDOO
FU\VWDOV
 $QDWLYHGDWDVHWWRc ZDVFROOHFWHGXVLQJDKRPHVRXUFH[UD\JHQHUDWRUDQG
GLIIUDFWLRQFROOHFWRUVHH7DEOH+RZHYHUQRSKDVLQJLQIRUPDWLRQZDVDYDLODEOHIRU
VWUXFWXUHVROXWLRQ7RSURGXFHKHDY\DWRPGHULYDWL]DWLRQDFU\VWDOZDVVRDNHGIRU
PLQXWHVLQZHOOVROXWLRQFRQWDLQLQJP0RISRWDVVLXPWHWUDFKORURSODWLQDWH,,,
IROORZHGE\EDFNVRDNLQJLQZHOOVROXWLRQIRUDSSUR[LPDWHO\VHFRQGVEHIRUHIODVK
IUHH]LQJ-R\FHHWDO6XQDQG5DGDHY6XQHWDO7KHVRDNHGFU\VWDO
DQGDSRFU\VWDOVZHUHVKLSSHGWRWKH665/6WDQIRUG6\QFKURWURQ5DGLDWLRQ/LJKWVRXUFH

7KLVVWXG\ZDVSHUIRUPHGLQFROODERUDWLRQZLWK$P\&UDQGDOO




Table 2.4. 'DWDFROOHFWLRQSKDVLQJDQGUHILQHPHQWVWDWLVWLFV6$'
 $7&DVH.3W&O $7&DVH1DWLYH
Data collection 
  6SDFHJURXS 5 5
&HOO'LPHQVLRQc 
DEFc  
ĮȕȖGHJ  
5HVROXWLRQc D 
5V\P  
,ı  
&RPSOHWHQHVV  
5HGXQGDQF\  

Refinement  
5HVROXWLRQc


1R5HIOHFWLRQV


5ZRUN5IUHH


1XPEHU$WRPV


%IDFWRUV


506'
 %RQG/HQJWKVc


%RQGDQJOHGHJ


D9DOXHVLQSDUHQWKHVHVDUHIRUKLJKHVWUHVROXWLRQVKHOO2QHFU\VWDO
ZDVXVHGIRUHDFKGDWDVHW


IRUGDWDFROOHFWLRQRQDWXQDEOH[UD\EHDPOLQH8VLQJWKHZHEEURZVHUDSSOLFDWLRQ:HE
,FHDIOXRUHVFHQFHVFDQRQWKHGHULYDWL]HGFU\VWDOYHULILHGWKHSUHVHQFHRIWKHDQRPDORXV
VFDWWHULQJ3WLQWKHFU\VWDOZLWKDQDQRPDORXVSHDNZDYHOHQJWKRIcDQGD
UHPRWHZDYHOHQJWKRIc)XOOGDWDVHWVRIWKHGHULYDWL]HGFU\VWDODWWKHUHPRWH
DQGSHDNZDYHOHQJWKVZHUHFROOHFWHGDW665/$QDWLYHGDWDVHWZDVDOVRFROOHFWHGDWWKH
SHDNZDYHOHQJWKWKDWGLIIUDFWHGWRc
 7KHLQGH[LQJLQWHJUDWLRQDQGVFDOLQJRIWKHGDWDVHWVZHUHSHUIRUPHGXVLQJ+./
VRIWZDUH2WZLQRZVNLDQG0LQRU7KHFU\VWDOVEHORQJWRVSDFHJURXS5





 
Figure 2-1.6WUXFWXUHGHWHUPLQDWLRQRI$7&DVHA$QLPDJHRIDVPDOOFXELFFU\VWDORI
$7&DVHLVVKRZQB'LVSOD\HGLVD3WDWRPFRRUGLQDWHGE\WZRF\VWHLQHVZLWKLQWKH
cPDSVGHULYHGXVLQJ6$'SKDVLQJVWUDWHJLHVC7KHcPDSVOHIWGHWHUPLQHGZLWK
6$'SKDVLQJDQG3W&ODUHFRPSDUHGWRWKHcPDSVULJKWGHWHUPLQHGE\PROHFXODU
UHSODFHPHQWZLWKWKHVWUXFWXUHRI$7&DVH3'%+6(D7KHUHILQHGPRGHORI
$7&DVHLVVKRZQDVDWZHOYHVXEXQLWFRPSOH[IURPWKHWRSOHIWDQGVLGHULJKWYLHZV
&KDLQ$LVFRORUHGEOXHDQGFKDLQ%LVFRORUHGLQF\DQ


D cE cF c      7RREWDLQDZRUNDEOHGDWD
VHWLFHULQJVZHUHUHPRYHGIURPWKHKHDY\DWRPVRDNHGFU\VWDOGLIIUDFWLRQGDWDE\
LQFUHDVLQJWKH5(-(&7IUDFWLRQYDOXHXQWLOLFHULQJVSRWVZHUHQRORQJHUSLFNHGXSE\WKH
VRIWZDUH$OVRLWZDVUHTXLUHGWKDWWKHEHDPVWRSVKDGRZEHPDVNHGRXWRIWKHGDWD
$QDPRORXVVLJQDOZDVGHWHFWHGXVLQJ+./E\ILUVWVFDOLQJZLWKWKH$120$/286
IODJRQ1H[WWKHVFDILOHZDVUHDGLQEXWWKH$1$02/286IODJZDVWXUQHGRII




$QRPDORXVGLIIHUHQFHVEHWZHHQWKH,DQG,UHIOHFWLRQVDUHGHWHFWHGDV;YDOXHVDERYH
KRZHYHUWKHVHGLIIHUHQFHVFDQDOVREHDWWULEXWHGWRQRLVH5HVROXWLRQVKHOOVWKDWKDGD
;≥ZHUHXVHGIRUWKHSXUSRVHRIFDOFXODWLQJDQDQRPDORXVGLIIHUHQFH3DWWHUVRQ,Q
WKHFDVHRI$7&DVHWKHUHVROXWLRQOLPLWZDVc
 7KH$XWR6RO:L]DUGRIWKH3+(1,;VRIWZDUHSDFNDJHZDVXVHGWRLGHQWLI\IRXU
3WDWRPSRVLWLRQVDQGJHQHUDWHH[SHULPHQWDOSKDVHVDQGGHQVLW\PRGLILHGPDSV$GDPV
HWDO$GDPVHWDO7HUZLOOLJHUHWDO=ZDUWHWDO7KH$XWR6RO
:L]DUGXVHVVHYHUDOSURJUDPVWKDWLQFOXGH+<66*URVVH.XQVWOHYHDQG$GDPV
3KDVHU0F&R\HWDODQG5(62/9(7HUZLOOLJHU7KHLQLWLDOPRGHOZDV
EXLOWLQWRWKHGHQVLW\PDSVXVLQJWKH&RRWVRIWZDUHSDFNDJH(PVOH\DQG&RZWDQ
2QFHDQLQLWLDOWUDFHZDVEXLOWLQWRWKHHOHFWURQGHQVLW\D'$/,VHDUFK+ROPDQG
5RVHQVWURPRIWKHPRGHOGLVFRYHUHGWKDWWKHSURWHLQVWUXFWXUHDOLJQHGLGHQWLFDOO\
ZLWK(FROL$7&DVH8VLQJWKH3+(1,;$XWR05SDFNDJH=ZDUWHWDOWKH
KLJKHUUHVROXWLRQGDWDVHWDQGWKHSGEILOH+6(DVDVHDUFKPRGHOPDSVIRU$7&DVHZHUH
FDOFXODWHGWRcUHVROXWLRQ$PRGHOZDVEXLOWXVLQJ&RRWDQGUHILQHPHQWVZHUH
SHUIRUPHGLQ3+(1,;)LJXUH

Conclusion 
 7KLVFKDSWHUSURYLGHVIXWXUHUHVHDUFKHUVZLWKWKHPHWKRGRORJLHVHPSOR\HGWR
SUREH0WU6WUXFWXUHDQGIXQFWLRQ,QFOXVLYHLVWKHPROHFXODUFORQLQJSURWHLQH[SUHVVLRQ
DQGFU\VWDOORJUDSK\XVHGWRREWDLQ0WUFU\VWDOVWKDWHYHQWXDOO\OHGWRWKHVWUXFWXUH
VROXWLRQRIWKHSURWHLQ$OVRFRQWDLQHGKHUHLQLVDGHVFULSWLRQRIWKHELRFKHPLFDODVVD\V
DQGRSWLPL]DWLRQRI51$in vitroWUDQVFULSWLRQWHFKQLTXHVGHYHORSHGWKURXJKRXWWKH




FRXUVHRIWKLVZRUN/DVWO\LVDQDUUDWLYHRIWKHWHFKQLTXHVDQGSURJUDPVXWLOL]HGWR
GHWHUPLQHWKHVWUXFWXUHRI$7&DVH7KHVHPHWKRGVSURYLGHDUHFRUGRIWKHZRUNWKDWKDV
EHHQDFFRPSOLVKHGDQGDFRPSUHKHQVLYHUHIHUHQFHIRUIXUWKHUVWUXFWXUDODQGELRFKHPLFDO
VWXGLHVZLWKHQ]\PHVWKDWDFWRQ51$

References 
$GDPV3'$IRQLQH39%XQNRF]L*&KHQ9%'DYLV,:(FKROV1+HDGG
--+XQJ/:.DSUDO*-*URVVH.XQVWOHYH5:0F&R\$-0RULDUW\
1:2HIIQHU55HDG5-5LFKDUGVRQ'&5LFKDUGVRQ-67HUZLOOLJHU
7&DQG=ZDUW3+3+(1,;DFRPSUHKHQVLYH3\WKRQEDVHGV\VWHPIRU
PDFURPROHFXODUVWUXFWXUHVROXWLRQActa Crystallogr D Biol Crystallogr66

$GDPV3'*URVVH.XQVWOHYH5:+XQJ/:,RHUJHU750F&R\$-0RULDUW\
1:5HDG5-6DFFKHWWLQL-&6DXWHU1.DQG7HUZLOOLJHU7&
3+(1,;EXLOGLQJQHZVRIWZDUHIRUDXWRPDWHGFU\VWDOORJUDSKLFVWUXFWXUH
GHWHUPLQDWLRQActa Crystallogr D Biol Crystallogr58
$VKNHQD]\+(UH](0DUW](3XSNR7DQG%HQ7DO1&RQ6XUI
FDOFXODWLQJHYROXWLRQDU\FRQVHUYDWLRQLQVHTXHQFHDQGVWUXFWXUHRISURWHLQVDQG
QXFOHLFDFLGVNucleic Acids Res38:
%DWH\57DQG.LHIW-6,PSURYHGQDWLYHDIILQLW\SXULILFDWLRQRI51$RNA13

%HUQVWHLQ-%DOOLQ-'3DWWHUVRQ'1:LOVRQ*0DQG7RWK($8QLTXH
SURSHUWLHVRIWKH0WUSSRO\$FRPSOH[VXJJHVWDUROHLQVXEVWUDWHWDUJHWLQJ
Biochemistry49
%HUQVWHLQ-3DWWHUVRQ'1:LOVRQ*0DQG7RWK($&KDUDFWHUL]DWLRQRIWKH
HVVHQWLDODFWLYLWLHVRISaccharomyces cerevisiae0WUSD
!
KHOLFDVHSDUWQHURI
WKHQXFOHDUH[RVRPHJ Biol Chem283
&RRSHU'5%RF]HN7*UHOHZVND.3LQNRZVND06LNRUVND0=DZDG]NL0
DQG'HUHZHQGD=3URWHLQFU\VWDOOL]DWLRQE\VXUIDFHHQWURS\UHGXFWLRQ
RSWLPL]DWLRQRIWKH6(5VWUDWHJ\Acta Crystallogr D Biol Crystallogr63

(PVOH\3DQG&RZWDQ.&RRWPRGHOEXLOGLQJWRROVIRUPROHFXODUJUDSKLFV
Acta Crystallogr D Biol Crystallogr60




*RXHW3&RXUFHOOH(6WXDUW',DQG0HWR])(63ULSWDQDO\VLVRIPXOWLSOH
VHTXHQFHDOLJQPHQWVLQ3RVW6FULSWBioinformatics15
*URVVH.XQVWOHYH5:DQG$GDPV3'6XEVWUXFWXUHVHDUFKSURFHGXUHVIRU
PDFURPROHFXODUVWUXFWXUHVActa Crystallogr D Biol Crystallogr59
+ROP/DQG5RVHQVWURP3'DOLVHUYHUFRQVHUYDWLRQPDSSLQJLQ'Nucleic 
Acids Res38:
-LD+:DQJ;$QGHUVRQ-7DQG-DQNRZVN\(51$XQZLQGLQJE\WKH
7UI$LU0WUSRO\DGHQ\ODWLRQ75$03FRPSOH[Proc Natl Acad Sci U S A
109
-LD+:DQJ;/LX)*XHQWKHU836ULQLYDVDQ6$QGHUVRQ-7DQG-DQNRZVN\
(7KH51$KHOLFDVH0WUSPRGXODWHVSRO\DGHQ\ODWLRQLQWKH75$03
FRPSOH[Cell145
-R\FH0*5DGDHY6DQG6XQ3'$UDWLRQDODSSURDFKWRKHDY\DWRP
GHULYDWLYHVFUHHQLQJActa Crystallogr D Biol Crystallogr66
.LHIW-6DQG%DWH\57$JHQHUDOPHWKRGIRUUDSLGDQGQRQGHQDWXULQJ
SXULILFDWLRQRI51$VRNA10
/DQGDX00D\URVH,5RVHQEHUJ<*ODVH)0DUW](3XSNR7%HQ7DO1
&RQ6XUIWKHSURMHFWLRQRIHYROXWLRQDU\FRQVHUYDWLRQVFRUHVRIUHVLGXHVRQ
SURWHLQVWUXFWXUHV1XFOHLF$FLGV5HV33::
/DUNLQ0$%ODFNVKLHOGV*%URZQ13&KHQQD50F*HWWLJDQ3$0F:LOOLDP
+9DOHQWLQ):DOODFH,0:LOP$/RSH]57KRPSVRQ-'*LEVRQ7-
DQG+LJJLQV'*&OXVWDO:DQG&OXVWDO;YHUVLRQBioinformatics
23
/L<:DQJ(DQG:DQJ<$PRGLILHGSURFHGXUHIRUIDVWSXULILFDWLRQRI7
51$SRO\PHUDVHProtein Expr Purif16
/LX+DQG1DLVPLWK-+$QHIILFLHQWRQHVWHSVLWHGLUHFWHGGHOHWLRQLQVHUWLRQ
VLQJOHDQGPXOWLSOHVLWHSODVPLGPXWDJHQHVLVSURWRFROBMC Biotechnol8
0F&R\$-*URVVH.XQVWOHYH5:$GDPV3':LQQ0'6WRURQL/&DQG5HDG
5-3KDVHUFU\VWDOORJUDSKLFVRIWZDUHJ Appl Crystallogr40
2WZLQRZVNL=DQG0LQRU:3URFHVVLQJRI;UD\'LIIUDFWLRQ'DWD&ROOHFWHGLQ
2VFLOODWLRQ0RGH,Q&DUWHU-&:DQG6ZHHW50HGVMethods in 
Enzymology$FDGHPLF3UHVV1HZ<RUN9RO0DFURPROHFXODU
&U\VWDOORJUDSK\SDUW$SS




6WXGLHU):3URWHLQSURGXFWLRQE\DXWRLQGXFWLRQLQKLJKGHQVLW\VKDNLQJ
FXOWXUHVProtein Expr Purif41
6XQ3'DQG5DGDHY6*HQHUDWLQJLVRPRUSKRXVKHDY\DWRPGHULYDWLYHVE\D
TXLFNVRDNPHWKRG3DUW,,SKDVLQJRIQHZVWUXFWXUHVActa Crystallogr D Biol 
Crystallogr58
6XQ3'5DGDHY6DQG.DWWDK0*HQHUDWLQJLVRPRUSKRXVKHDY\DWRP
GHULYDWLYHVE\DTXLFNVRDNPHWKRG3DUW,WHVWFDVHVActa Crystallogr D Biol 
Crystallogr58
7HUZLOOLJHU7&0D[LPXPOLNHOLKRRGGHQVLW\PRGLILFDWLRQActa Crystallogr D 
Biol Crystallogr56
7HUZLOOLJHU7&$GDPV3'5HDG5-0F&R\$-0RULDUW\1:*URVVH
.XQVWOHYH5:$IRQLQH39=ZDUW3+DQG+XQJ/:'HFLVLRQ
PDNLQJLQVWUXFWXUHVROXWLRQXVLQJ%D\HVLDQHVWLPDWHVRIPDSTXDOLW\WKH
3+(1,;$XWR6ROZL]DUGActa Crystallogr D Biol Crystallogr65
:DQJ;-LD+-DQNRZVN\(DQG$QGHUVRQ-7'HJUDGDWLRQRIK\SRPRGLILHG
W51$L0HWLQYLYRLQYROYHV51$GHSHQGHQW$73DVHDFWLYLW\RIWKH'([+
KHOLFDVH0WUSRNA14
=ZDUW3+$IRQLQH39*URVVH.XQVWOHYH5:+XQJ/:,RHUJHU750F&R\
$-0F.HH(0RULDUW\1:5HDG5-6DFFKHWWLQL-&6DXWHU1.
6WRURQL/&7HUZLOOLJHU7&DQG$GDPV3'$XWRPDWHGVWUXFWXUH
VROXWLRQZLWKWKH3+(1,;VXLWHMethods Mol Biol426
=ZDUW3+*URVVH.XQVWOHYH5:DQG$GDPV3';WULDJHDQG)HVWDXWRPDWLF
DVVHVVPHQWRI;UD\GDWDDQGVXEVWUXFWXUHVWUXFWXUHIDFWRUHVWLPDWLRQCCP4 
Newsletter:LQWHU&RQWULEXWLRQ




&RDXWKRUHGE\5\DQ1-DFNVRQ$$OHMDQGUD.ODXHU%UDGOH\-+LQW]H+RZDUG
5RELQVRQ$PEURYDQ+RRIDQG6HDQ--RKQVRQ
EMBO J29, 

&+$37(5
7+(&5<67$/6758&785(2)0755(9($/6$129(/$5&+'20$,1
5(48,5(')25551$352&(66,1*

Abstract
 7KHHVVHQWLDO51$KHOLFDVH0WUSHUIRUPVDFULWLFDOUROHLQ51$SURFHVVLQJDQG
GHJUDGDWLRQDVDQDFWLYDWRURIWKHQXFOHDUH[RVRPH7KHPROHFXODUEDVLVIRUWKLVYLWDO
IXQFWLRQLVQRWXQGHUVWRRGDQGGHWDLOHGDQDO\VLVLVVLJQLILFDQWO\OLPLWHGE\WKHODFNRI
VWUXFWXUDOGDWD+HUHZHSUHVHQWWKHFU\VWDOVWUXFWXUHRI0WU7KHVWUXFWXUHUHYHDOVD
QRYHODUFKOLNHGRPDLQWKDWLVVSHFLILFWR0WUDQG6NLWKHF\WRVROLFKRPRORJRI0WU 
In vivoDQGin vitroDQDO\VHVGHPRQVWUDWHWKDWWKH0WUDUFKGRPDLQLVUHTXLUHGIRUSURSHU
6U51$SURFHVVLQJDQGVXJJHVWWKDWWKHDUFKIXQFWLRQVLQGHSHQGHQWO\RIFDQRQLFDO
KHOLFDVHDFWLYLW\$GGLWLRQDOO\H[WHQVLYHFRQVHUYDWLRQDORQJWKHIDFHRIWKHSXWDWLYH51$
H[LWVLWHKLJKOLJKWVDSRWHQWLDOLQWHUIDFHZLWKWKHH[RVRPH7KHVHVWXGLHVSURYLGHD
PROHFXODUIUDPHZRUNIRUXQGHUVWDQGLQJIXQGDPHQWDODVSHFWVRIKHOLFDVHIXQFWLRQLQ
H[RVRPHDFWLYDWLRQDQGPRUHEURDGO\GHILQHWKHPROHFXODUDUFKLWHFWXUHRI6NLOLNH
KHOLFDVHV

Introduction 
 51$VXUYHLOODQFHLVDIXQGDPHQWDOTXDOLW\FRQWUROSURFHVVWKDWSUHYHQWV
DEHUUDQWO\WUDQVFULEHGRUPRGLILHG51$VSRRUO\DVVHPEOHGULERQXFOHRSURWHLQFRPSOH[HV


513VDQGXQQHHGHG51$VIURPLQWHUIHULQJZLWKQRUPDOFHOOXODUJHQHH[SUHVVLRQDQG
UHJXODWLRQ+RXVHOH\DQG7ROOHUYH\/HEUHWRQDQG6HUDSKLQ'HIHFWVLQ
51$SURFHVVLQJKDYHEHHQOLQNHGWRDYDULHW\RIGLVHDVHVWDWHVLQFOXGLQJ
QHXURGHJHQHUDWLYHGLVHDVHVDQGFDQFHU%UXVHUXG1HOVRQDQG.HOOHU$
FULWLFDOFRPSRQHQWRIQXFOHDU51$VXUYHLOODQFHLVWKHQXFOHDUH[RVRPHFRPSOH[ZKLFK
FRQWDLQVWZRH[RULERQXFOHDVHDFWLYHVLWHVDQGDQHQGRULERQXFOHDVHVLWH$OOPDQJHWDO
E$QGHUVRQDQG:DQJ']LHPERZVNLHWDO+RXVHOH\DQG7ROOHUYH\
-HQVHQDQG0RRUH/DFDYDHWDO/HEUHWRQDQG6HUDSKLQ
/HEUHWRQHWDO/LXHWDO/\NNH$QGHUVHQHWDO6FKDHIIHUHWDO
6FKQHLGHUHWDO9DQDFRYDHWDO:\HUVHWDO
 $OWKRXJKWKHH[RVRPHFRQWDLQVWKHFDWDO\WLFDFWLYLWLHVIRU51$SURFHVVLQJDQG
GHJUDGDWLRQLWVin vivoDFWLYLW\UHTXLUHVPDQ\FRIDFWRUVLQFOXGLQJ0WU0WUIRU
P51$WUDQVSRUWDOVRNQRZQDV'REZDVLGHQWLILHGLQDJHQHWLFVFUHHQIRU\HDVW
PXWDQWVWKDWDFFXPXODWHGSRO\DGHQ\ODWHG51$VLQWKHQXFOHXV/LDQJHWDODQG
ZDVVXEVHTXHQWO\IRXQGWRDIIHFWU51$SURFHVVLQJDQGRWKHUH[RVRPHIXQFWLRQVGHOD
&UX]HWDO0WUPD\DIIHFWVRPHH[RVRPHIXQFWLRQVLQLVRODWLRQEXWLVDOVRWKH
ODUJHVWFRPSRQHQWRIWKH75$03FRPSOH[DWKUHHSURWHLQFRPSOH[FRQWDLQLQJDSRO\$
SRO\PHUDVH7UIRU7UIDSXWDWLYH51$ELQGLQJSURWHLQ$LURU$LUDQG0WU
$QGHUVRQDQG:DQJ-HQVHQDQG0RRUH/DFDYDHWDO9DQDFRYDHW
DO:\HUVHWDO75$03LGHQWLILHV51$VXEVWUDWHVDQGDGGVDVKRUW
SRO\$WDLOWRWKH¶HQGWKHUHE\SURPRWLQJWKHLUGHJUDGDWLRQ$QGHUVRQDQG:DQJ
/DFDYDHWDO75$03VXEVWUDWHVDUHZLGHUDQJLQJDQGLQFOXGHW51$V


VQR51$VVQ51$VQF51$VU51$VVRPHP51$VDQGFU\SWLFXQVWDEOHWUDQVFULSWV
$OOPDQJHWDOD%XKOHUHWDO+RXVHOH\HWDO+RXVHOH\HWDO
0LOOLJDQHWDO5HLVDQG&DPSEHOOYDQ+RRIHWDO:DQJHWDO
0WUDQGWKHH[RVRPHDUHDOVRLQYROYHGLQFKURPDWLQUHPRGHOLQJ+RXVHOH\HWDO
+RXVHOH\HWDO5HLVDQG&DPSEHOO6DQ3DRORHWDODQGLQQRUPDO
SURFHVVLQJRIYDULRXV51$VWKDWUHTXLUH¶HQGWULPPLQJWRUHDFKDPDWXUHVWDWHHJ
6U51$VQR51$VVQ51$VDQGVRPHP51$V$OOPDQJHWDODGHOD&UX]HW
DOYDQ+RRIHWDO$KRPRORJRI0WU6NLLVDOVRLQYROYHGLQDFWLYDWLRQ
RIWKHH[RVRPHEXWLVORFDWHGLQWKHF\WRSODVPDQGDFWVSULPDULO\RQP51$WUDQVFULSWV
/HEUHWRQDQG6HUDSKLQ0WUDQG6NLKRPRORJVKDYHEHHQLGHQWLILHGLQDZLGH
YDULHW\RIHXNDU\RWHVLQFOXGLQJKXPDQV$QGHUVRQDQG:DQJ+RXVHOH\DQG
7ROOHUYH\LQGLFDWLQJWKDWWKHLUUROHVLQ51$VXUYHLOODQFHSURFHVVLQJDQGGHFD\
DUHFRQVHUYHG
 0WULVHVVHQWLDOIRU\HDVWJURZWK/LDQJHWDODQGSURYLGHVDFULWLFDOOLQN
EHWZHHQSRO\DGHQ\ODWLRQRI51$VXEVWUDWHVE\7UIDQGGHJUDGDWLRQE\WKHH[RVRPH$
SRLQWPXWDQWWKDWGLVUXSWVKHOLFDVHDFWLYLW\RI0WUUHVXOWVLQWKHDFFXPXODWLRQRI
SRO\DGHQ\ODWHG51$VWKDWDUHQRORQJHUUHPRYHGE\WKH51$GHJUDGDWLRQPDFKLQHU\
:DQJHWDOIn vitroDQDO\VLVLQGLFDWHVWKDW0WUKDV51$GHSHQGHQW$73DVHDQG
KHOLFDVHDFWLYLW\%HUQVWHLQHWDO:DQJHWDO7KHUROHRI0WULQH[RVRPH
PHGLDWHG51$GHFD\SUHVXPDEO\LQFOXGHVXQZLQGLQJRI51$VHFRQGDU\VWUXFWXUHDQGRU
GLVSODFHPHQWRISURWHLQVDVVRFLDWHGZLWK513FRPSOH[HVLQRUGHUWRSUHVHQWD³FOHDQ´
VXEVWUDWHWRWKHH[RVRPH+RXVHOH\DQG7ROOHUYH\/HEUHWRQDQG6HUDSKLQ


$GGLWLRQDOO\LWKDVEHHQVXJJHVWHGWKDWWKH$73DVHDFWLYLW\RI0WUDQG6NLPD\EH
XVHGWRIHHG51$VXEVWUDWHVLQWRWKHULQJOLNHVWUXFWXUHRIWKHH[RVRPHDQDORJRXVWR
$73DVHVDVVRFLDWHGZLWKWKHSURWHDVRPH/RUHQW]HQDQG&RQWLYDQ+RRIDQG
3DUNHU
 +HOLFDVHVDUHXELTXLWRXVDQGGLYHUVHHQ]\PHVWKDWDUHEURDGO\FODVVLILHGLQWR
IDPLOLHVEDVHGRQDGLVWLQFWVHWRIVHTXHQFHPRWLIVORFDOL]HGLQFRUHKHOLFDVHGRPDLQV
ZKLFKDUHJHQHUDOO\WKHVLWHRIQXFOHLFDFLGDQGQXFOHRWLGHELQGLQJ&RUGLQHWDO
-DQNRZVN\DQG)DLUPDQ3\OH6LQJOHWRQHWDO0WULVGHVLJQDWHGDV
DVXSHUIDPLO\,,51$KHOLFDVHEHORQJLQJWRWKH6NLOLNHIDPLO\RI'([+'51$
KHOLFDVHVGHOD&UX]HWDO7KHPRVWFORVHO\UHODWHGPHPEHURIWKLVIDPLO\LVWKH
6NLSURWHLQLGHQWLW\IURPZKLFKWKHIDPLO\GHULYHVLWVQDPH0RUHGLVWDQWO\
UHODWHG6NLOLNH51$KHOLFDVHVLQFOXGH%UU51$VSOLFLQJDQG6OKWUDQVODWLRQ
LQLWLDWLRQ3HQDHWDO
 $PROHFXODUXQGHUVWDQGLQJRI0WUIXQFWLRQLVVLJQLILFDQWO\OLPLWHGEHFDXVHQR
VWUXFWXUHVDUHFXUUHQWO\DYDLODEOHIRU0WURU6NL7KHRQO\DYDLODEOHVWUXFWXUHVRID
6NLOLNH51$KHOLFDVHDUH&WHUPLQDOIUDJPHQWVRI%UU3HQDHWDO=KDQJHWDO
ZKLFKKDYHOLPLWHGVHTXHQFHVLPLODULW\WR0WU$OWKRXJK6NLOLNH'1$KHOLFDVH
VWUXFWXUHVKDYHEHHQFKDUDFWHUL]HGPRUHH[WHQVLYHO\%XWWQHUHWDO2\DPDHWDO
5LFKDUGVHWDO=KDQJHWDOWKHN'D0WULVFRQVLGHUDEO\ODUJHU
WKDQWKHVH'1$KHOLFDVHVHJ+HOLVN'DDQGWKHVLPLODULW\EHWZHHQWKHVH
SURWHLQVLVQRWDSSDUHQWEH\RQGWKHFRUHKHOLFDVHGRPDLQV2QO\WKUHHGRPDLQVDUH
LGHQWLILDEOHLQWKH0WUVHTXHQFHWKHWZRFRUHKHOLFDVHGRPDLQVDQGDQDGGLWLRQDO&


WHUPLQDOGRPDLQGHVLJQDWHG'6+&7'RE6NL+HO<&WHUPLQDOGRPDLQ6WDXEHWDO
ZKLFKKDVQRREYLRXVVHTXHQFHVLPLODULW\WRGRPDLQVRINQRZQVWUXFWXUHRU
IXQFWLRQ
 +HUHZHUHSRUWWKHcFU\VWDOVWUXFWXUHRIIXOOOHQJWK0WUIURP
Saccharomyces cerevisiae7KLVVWUXFWXUHSURYLGHVWKHILUVWYLHZRIDQH[RVRPH
DFWLYDWLQJFRIDFWRUDQGDOVRUHSUHVHQWVWKHILUVWIXOOOHQJWKGHVFULSWLRQRID6NLOLNH
51$KHOLFDVH7KHVWUXFWXUHFODULILHVZKLFKPROHFXODUIHDWXUHVDUHVKDUHGWKURXJKRXWWKH
6NLOLNHKHOLFDVHIDPLO\DQGKLJKOLJKWVIHDWXUHVWKDWDUHXQLTXHWR0WUDQG6NL
6XUSULVLQJO\WKH0WUVWUXFWXUHUHYHDOVDSURPLQHQWGRPDLQWKDWDGRSWVDQRYHODUFKOLNH
DSSHDUDQFH5HPRYDORIWKHDUFKGRPDLQSURGXFHVDGHIHFWLQU51$SURFHVVLQJWKDW
UHVHPEOHVLQDFWLYDWLRQRIWKH5USH[RQXFOHDVHFRPSRQHQWRIWKHH[RVRPH7KHGDWD
SUHVHQWHGKHUHVXJJHVWWKDW0WUSOD\VDQLPSRUWDQWUROHLQUHJXODWLRQRIH[RVRPH
DFWLYLW\E\HPSOR\LQJVRPHPHFKDQLVPVWKDWDUHJHQHUDOWRWKH6NLOLNHIDPLO\RI51$
KHOLFDVHVDQGRWKHUVWKDWDUHXQLTXHWR0WUDQG6NL

Results and discussion 

Structure determination  
 7KHIXOOOHQJWK0WUSURWHLQIURPS. cerevisiaeZDVH[SUHVVHGLQEscherichia coli
XVLQJDFRQVWUXFWFRQWDLQLQJDKLVWLGLQHDIILQLW\WDJDWWKH1WHUPLQXV7KHUHFRPELQDQW
SURWHLQZDVSXULILHGE\1LFKHODWHKHSDULQDIILQLW\DQGJHOILOWUDWLRQFKURPDWRJUDSK\
&U\VWDOOL]DWLRQFRQGLWLRQVZHUHLGHQWLILHGDQGRSWLPL]HGWRREWDLQDcQDWLYHGDWDVHW
DQGcVHOHQRPHWKLRQLQH6HPHWVXEVWLWXWHGGDWDVHW6LQFHQRHIIHFWLYHPROHFXODU


UHSODFHPHQWPRGHOZDVDYDLODEOHWKH6HPHWGDWDZDVXVHGWRVROYHWKHSKDVHSUREOHP
XVLQJVLQJOHZDYHOHQJWKDQRPDORXVGLVSHUVLRQ6$'PHWKRGV7KHLQLWLDOPRGHOZDV
EXLOWXVLQJWKH6$'PDSVDQGVXEVHTXHQWO\UHILQHGDJDLQVWWKHcQDWLYHGDWDWRD
ILQDO55IUHHRI7DEOH

Table 3.1.'DWDFROOHFWLRQSKDVLQJDQGUHILQHPHQWVWDWLVWLFV6$'
 0WU6HPHW 0WU1DWLYH
Data collection  
6SDFHJURXS P P
&HOOGLPHQVLRQV   
abcc  
GHJ  
5HVROXWLRQc D 
RV\P  
I  I  
&RPSOHWHQHVV  
5HGXQGDQF\  
  
Refinement  
5HVROXWLRQc  
1RUHIOHFWLRQV  
RZRUNRIUHH  
1RDWRPV  
3URWHLQ  
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 7KHHOHFWURQGHQVLW\PDSVDUHTXLWHFOHDQDQGFRQWLQXRXVFRQVLGHULQJWKHPRGHVW
UHVROXWLRQRIWKHGDWD)LJXUH*DSVLQWKHFXUUHQWPRGHOLQFOXGHUHVLGXHVDWWKH
1WHUPLQXVDQGORRSVRIYDU\LQJOHQJWKIRUZKLFKQRLQWHUSUHWDEOHHOHFWURQGHQVLW\LV
REVHUYHG)LJXUH'7KHDQRPDORXVVLJQDOIURPVHOHQRPHWKLRQLQHVLWHVZKLFK
FRQVWLWXWHaRIWKH0WUVHTXHQFHDQGDUHUHODWLYHO\ZHOOGLVWULEXWHGWKURXJKRXWWKH
SURWHLQZDVXVHGWRDVVLJQDPLQRDFLGVHTXHQFH$OLJQPHQWVRIWKH+HO%XWWQHUHW
DO5LFKDUGVHWDODQG+MP2\DPDHWDO'1$KHOLFDVHVWUXFWXUHVWR
WKH0WUVWUXFWXUHZHUHXVHGWRIXUWKHUFODULI\VHTXHQFHDVVLJQPHQWDQGFRQQHFWLYLW\
WKURXJKSRUWLRQVRIWKHVWUXFWXUH&RQVHTXHQWO\ZHZHUHDEOHWRFRQILGHQWO\PRGHO
UHVLGXHVRIWKH0WUVHTXHQFHDVZHOODVIRXUSKRVSKDWHPROHFXOHVLQWRWKHHOHFWURQ
GHQVLW\

Overall Description  
 7KHFU\VWDOVWUXFWXUHUHYHDOVWKDW0WULVFRPSRVHGRIILYHGLVWLQFWGRPDLQV
)LJXUH7KHEDVHRIWKHVWUXFWXUHFRQWDLQVIRXUGRPDLQVGRPDLQVDQG
DVVHPEOHGLQDFLUFXODUPDQQHUZLWKDFKDQQHORIacGLDPHWHUSDVVLQJWKURXJKWKH
FHQWHU,QDGGLWLRQDILIWKGRPDLQLVDODUJHUHVLGXHQRYHOVWUXFWXUHWKDWDUFKHVRYHU
WKHRWKHUIRXUGRPDLQV7KLVGRPDLQLVLQVHUWHGLQWRWKHPLGGOHRIGRPDLQDQGLV
WKHUHIRUHQDPHGGRPDLQDRUWKH³DUFK´GRPDLQ$EULHIGHVFULSWLRQRIHDFKRIWKHVH
GRPDLQVIROORZV
 Domains 1 and 2 are the core helicase domains. 'RPDLQVDQGDUHFDQRQLFDO
5HF$OLNHGRPDLQVWKDWDUHHDFKFRPSRVHGRIDFHQWUDO VKHHWVXUURXQGHGE\ KHOLFHV
)LJXUH$VREVHUYHGLQRWKHUKHOLFDVHVWUXFWXUHV&RUGLQHWDOHLJKW



Figure 3-1.6WUXFWXUDORYHUYLHZRI0WU$6WHUHRYLHZRIWKH0WUVWUXFWXUHA& 
WUDFHLVVKRZQZLWKUDLQERZFRORULQJIURP1EOXHWR&WHUPLQLUHG5HVLGXHQXPEHUV
DUHLQGLFDWHGB5HSUHVHQWDWLYHVWHUHRYLHZRIWKHfo-fcHOHFWURQGHQVLW\PDSFRQWRXUHG
DW 7KHFRUUHVSRQGVWRWKHVDPHSRVLWLRQPDUNHGLQAC5LEERQDQGVXUIDFH
UHSUHVHQWDWLRQVRIWKH0WUVWUXFWXUHFRORUHGE\VWUXFWXUDOGRPDLQVVHHDOVR)LJXUH
D0WUSULPDU\VHTXHQFHDQGVHFRQGDU\VWUXFWXUH+HOLFHVDQGVWUDQGVDUHQXPEHUHGDV
LQGLFDWHG'DVKHGOLQHVGHQRWHJDSVLQWKHPRGHOGXHWRODFNRIHOHFWURQGHQVLW\7KHILUVW
VWUDQGLQGRPDLQ LVQRWLQGLFDWHGEXWSUHVXPDEO\FRPHVIURPSDUWRIWKH
UHVLGXHVDWWKH1WHUPLQXVRI0WUWKHSUHFLVHVHTXHQFHFRXOGQRWEHGHWHUPLQHGEHFDXVH
QRHOHFWURQGHQVLW\LVREVHUYHGFRQQHFWLQJLWWRWKHUHVWRIWKHGRPDLQ



VLJQDWXUHVHTXHQFHPRWLIVDUHORFDWHGLQDFOHIWDWWKHLQWHUIDFHRIGRPDLQVDQG
)LJXUH$7KHVHPRWLIVDUHW\SLFDOO\LQYROYHGLQQXFOHRWLGHDQGQXFOHLFDFLGELQGLQJ
DVZHOODVK\GURO\VLVRI$73'RPDLQLVDQXQXVXDOO\H[WHQGHGEHWDVWUXFWXUH
FRPSRVHGRIWHQVWUDQGVZKLFKWRRXUNQRZOHGJHLVWKHORQJHVWVKHHWFXUUHQWO\UHSRUWHG
IRUVXSHUIDPLO\KHOLFDVHVWUXFWXUHV)LJXUH%6HFRQGDU\VWUXFWXUHSUHGLFWLRQVRI
RWKHU0WUDQG6NLVSHFLHVVXJJHVWWKDWDQH[WHQGHGVKHHWLVDFRPPRQIHDWXUHRIWKLV
SURWHLQIDPLO\7KHVWUXFWXUDORUIXQFWLRQDOUROHRIWKLVH[WHQGHGVKHHWLVXQFOHDUEXWWKH
DGGLWLRQDOVWUDQGVGRFRQWULEXWHWRWKHVXUIDFHDUHDDORQJWKHEDVHRIWKHVWUXFWXUH/LNH
GRPDLQWKH VKHHWRIGRPDLQLVUDWKHUODUJHFRQWDLQLQJHLJKWVWUDQGV([WHQGLQJRII
WKHVHFRQGVWUDQG RIGRPDLQLVDORRSDQGVKRUWKHOL[WKDWVSDQWKHFOHIWDQGSDFN
ZLWKGRPDLQ
 Domain 3 adopts a winged-helix fold. $QRUGHUHGUHVLGXHORRSH[WHQGVDFURVV
WKHIDFHRIGRPDLQFRQQHFWLQJGRPDLQWRGRPDLQ'RPDLQDGRSWVDZLQJHGKHOL[
OLNHIROGFRPSRVHGRIKHOLFHV++DQG+IROORZHGE\D KDLUSLQ)LJXUH&
7KHIROGLVVWUXFWXUDOO\VLPLODUWRWKHZLQJHGKHOL[GRPDLQVRI+HO506' c
DQG+MP506' c$QDGGLWLRQDOKHOL[+LVSRVLWLRQHG&WHUPLQDOWRWKH
ZLQJHGKHOL[IROGDQGIRUPVSDUWRIWKHFKDQQHOZDOOWKDWUXQVWKURXJKWKHEDVHRIWKH
SURWHLQ
 Domain 4 resembles the seven helix bundle of Hel308. 7KH&WHUPLQDOGRPDLQRI
0WULVDQHLJKWKHOL[EXQGOHFRPSULVLQJUHVLGXHVDQGFRUUHVSRQGVWRWKH
SUHYLRXVO\DQQRWDWHG'6+&7GRPDLQ6WDXEHWDO7KH0WUVWUXFWXUHLVWKHILUVW
UHSRUWRID'6+&7GRPDLQ8QH[SHFWHGO\WKHVWUXFWXUHFORVHO\UHVHPEOHVWKHVHYHQ


KHOL[EXQGOHVWUXFWXUHVIURP%UU3HQDHWDO=KDQJHWDO+HO%XWWQHU
HWDO5LFKDUGVHWDODQG+MP2\DPDHWDO,QGHHGWKHVWUXFWXUDO
VLPLODULW\EHWZHHQ0WUDQG+HODOORZHGXVWRLGHQWLI\FRQQHFWLYLW\EHWZHHQVHYHUDO
KHOLFHVLQGRPDLQWKDWZRXOGKDYHRWKHUZLVHUHPDLQHGXQGHWHUPLQHGGXHWRZHDN
HOHFWURQGHQVLW\LQVHYHUDOORRSUHJLRQV



Figure 3-2$UFKLWHFWXUHRI'RPDLQVDQGLQ0WUA'RPDLQVEOXHDQG
\HOORZDUHRULHQWHGWRVKRZWKHFHQWUDOFOHIWFRQWDLQLQJHLJKWVLJQDWXUHVHTXHQFHPRWLIV
7KHVHTXHQFHDQGSRVLWLRQRIHDFKPRWLIDUHVKRZQEHORZB7KHȕVKHHWVIRUGRPDLQV
OHIWDQGULJKWDUHVKRZQ'RPDLQLVDSDUWLFXODUO\H[WHQGHGVKHHWFRPSRVHGRI
VWUDQGVC'RPDLQDGRSWVDFDQRQLFDOZLQJHGKHOL[IROG$ODUJHGRPDLQDRU
³DUFK´LVLQVHUWHGEHWZHHQWKHVHFRQG+DQGWKLUG+KHOLFHVRIWKHZLQJHGKHOL[




Domain 3a – the arch domain – is unique to Mtr4 and Ski2. 7KHPRVWVWULNLQJDQG
XQH[SHFWHGIHDWXUHRIWKH0WUVWUXFWXUHLVDODUJHUHVLGXHGRPDLQWKDWDUFKHVRYHU
WKHUHVWRIWKH0WUVWUXFWXUHDQGDFFRXQWVIRUDSSUR[LPDWHO\RIWKH0WUSURWHLQ
)LJXUHDQG)LJXUH7KLV³DUFK´GRPDLQLVLQVHUWHGEHWZHHQWKHVHFRQGDQGWKLUG
KHOLFHVRIGRPDLQ+DQG+DQGUHSODFHVWKHORRSWKDWLVW\SLFDOO\REVHUYHGLQ
RWKHU6NLOLNHKHOLFDVHV7KHDUFKGRPDLQLVFRPSRVHGRIWZRGLVWLQFWIHDWXUHVWKH
DUPVDQGWKHILVW 
 7KH³DUP´+DQG+DQG³IRUHDUP´+DQG+DUHHDFKFRPSRVHGRIDQ
DVFHQGLQJDQGGHVFHQGLQJKHOL[WKDWIRUPDQWLSDUDOOHOOHIWKDQGHGFRLOHGFRLOV)LJXUH
$7ZRVKRUWORRSVDWWKH³HOERZ´DUHORFDWHGEHWZHHQWKHDUPDQGWKHIRUHDUP
DOORZLQJWKHVWUXFWXUHWRPDNHDVKDUSaWXUQ7KLVGUDPDWLFEHQGLVSULPDULO\
UHVSRQVLEOHIRUWKHDUFKOLNHDSSHDUDQFHRIWKHGRPDLQ6HYHUDOFRQVHUYHGIHDWXUHVDUH
REVHUYHGDWWKHHOERZ$SUROLQH3URIDFLOLWDWHVIRUPDWLRQRIWKHEHQGDQGVLPLODU
UHVLGXHVDUHIRXQGLQWKHVDPHUHJLRQWKURXJKRXW0WUVSHFLHVDOWKRXJKWKHDEVROXWH
SRVLWLRQYDULHVVOLJKWO\)LJXUH$+\GURSKRELFSDFNLQJE\VHYHUDOFRQVHUYHG
UHVLGXHV9DO9DO7\U/HX/HXDQG7\UDSSHDUVWRVWDELOL]HWKH
EHQG,QDGGLWLRQDSRWHQWLDOVDOWEULGJHIRUPVEHWZHHQWKHRQO\LQYDULDQWUHVLGXHVLQWKLV
UHJLRQ*OXDQG/\V7KHORZUHVROXWLRQRIWKHGDWDSUHFOXGHVDQDEVROXWH
DVVLJQPHQWRIVLGHFKDLQFRQIRUPDWLRQEXWWKHVHUHVLGXHVDUHFOHDUO\SRVLWLRQHGLQD
PDQQHUWKDWZRXOGDOORZDVDOWEULGJH6LJQLILFDQWO\WKHVHUHVLGXHVDUHRQO\EURXJKWLQWR
SUR[LPLW\EHFDXVHRIWKHVKDUSEHQGDWWKHHOERZ$SK\VLFDOLQWHUDFWLRQEHWZHHQWKHWZR
UHVLGXHVLVFXUUHQWO\WKHEHVWH[SODQDWLRQIRUWKHDEVROXWHFRQVHUYDWLRQREVHUYHGDWWKHVH

 
 
 
 
 
 
 
 
 
 
Figure 3-3.'RPDLQD±WKH³DUFK´GRPDLQA6HTXHQFHDOLJQPHQWRIWKHDUFKGRPDLQ
&RQVHUYDWLRQZDVFDOFXODWHGIRU0WUVHTXHQFHVXVLQJ&RQVXUI/DQGDXHWDO
EDVHGRQ0WUVHTXHQFHVRUDQJHVWULFWO\FRQVHUYHGUHVLGXHV\HOORZVLPLODU
&RQVHUYDWLRQZDVVLPLODUO\FDOFXODWHGIRU6NLVHTXHQFHVDQGLVGLVSOD\HGEHORZWKH
0WUVHTXHQFHV2EVHUYHG0WUDQGSUHGLFWHG6NLVHFRQGDU\VWUXFWXUHIRUWKHDUFKLV
LQGLFDWHG7KHFRORULQJRIWKH0WUVHFRQGDU\VWUXFWXUHFRUUHVSRQGVWRWKHVWHUHRILJXUH
RIWKHDUFKVKRZQDERYH7ZRW\SHVRIFRQVHUYDWLRQDUHREVHUYHGUHVLGXHVWKDWSOD\D
UROHLQPDLQWDLQLQJWKHRYHUDOOIROGRUVWUXFWXUHRIWKHDUFKźDQGWKRVHWKDWKDYHD
SRWHQWLDOIXQFWLRQDOUROHƇ3UROLQHUHVLGXHVWKDWDUHSUHGLFWHGWRLQIOXHQFHWKHEHQGDW
WKHHOERZDUHXQGHUOLQHG6FHUSaccharomycescerevisiae6SRP
Schizosaccharomycespombe1FUDNeurosporacrassa+VDSHomosapiens0PXV
Musmusculus'UHUDaniorerio'PHODrosophilamelanogaster&HOH
Caenorhabditiselegans0EUHMonosigabrevicollis$WKDArabidopsisthalianaB
&RPSDULVRQRIWKH0WUILVWZLWKWKH/HULERVRPDOSURWHLQ6WUXFWXUHVWRSDQG
WRSRORJ\GLDJUDPVERWWRPDUHVKRZQ6LPLODUIHDWXUHVEHWZHHQWKHVWUXFWXUHVDUH
FRORUHGEOXH7KHFHQWUDOIROGRIWKH/HSURWHLQIURPS. solfataricus3'%MR\LV
VWUXFWXUDOO\VLPLODUWRWKHILVWRI0WUDQGZDVXVHGWRJXLGHPRGHOEXLOGLQJLQWKHILVW$
PRUHH[WHQVLYHFRPSDULVRQLVVKRZQLQ)LJXUHC'RPDLQDUUDQJHPHQWRI6NLOLNH
51$DQG'1$KHOLFDVHV'RPDLQVDQGDUHFKDUDFWHULVWLFRIDOOLGHQWLILHG6NL
OLNHKHOLFDVHV6HTXHQFHDQGVHFRQGDU\VWUXFWXUHDQDO\VLVLQGLFDWHVWKDWWKHDUFKGRPDLQ
LVXQLTXHWRWKH0WU6NLVXEIDPLO\7KHIXQFWLRQRI'';DVDQ51$RU'1$
KHOLFDVHKDVQRWEHHQGHPRQVWUDWHG 






VLWHV7KHDFFXPXODWLRQRIFRQVHUYHGIHDWXUHVDWWKHHOERZVXJJHVWVWKDWWKHEHQGLVD
JHQXLQHIHDWXUHRIWKHDUFKGRPDLQWKDWFDQQRWEHGLVPLVVHGDVDFU\VWDOORJUDSKLFDUWLIDFW
7KHIRUHDUPH[WHQGVLQWRDJOREXODU  ³ILVW´WKDWFRQWDLQVDFHQWUDO VKHHWDQGVLWV
GLUHFWO\DERYHGRPDLQ)LJXUHDQG)LJXUH$7KHFRUHRIWKHILVWLVVWUXFWXUDOO\
VLPLODUWRWKHULERVRPDOSURWHLQ/HRISulfolobus solfataricus506' c)LJXUH
%DQG)LJXUH %RWK0WUDQGWKH/HSURWHLQRIS. solfataricus DGRSWDILYH
VWUDQGIROGIROORZHGE\D&WHUPLQDOKHOL[6XEVWDQWLDOFU\VWDOSDFNLQJLVREVHUYHGDORQJ
KHOLFHV+DQG+RIWKHILVW,QWKHDEVHQFHRIDGGLWLRQDOVWUXFWXUDOGDWDLWLVQRWFOHDU
ZKDWLQIOXHQFHWKHVHSDFNLQJLQWHUDFWLRQVKDYHRQWKHRYHUDOOIROGRIWKHDUFKGRPDLQEXW
WKHPRVWOLNHO\LPSDFWLVRQWKHRULHQWDWLRQRIWKHILVW
 ,WLVLPSRUWDQWWRQRWHWKDWWKHLQWHUQDOSDFNLQJIHDWXUHVREVHUYHGLQWKHDUFKHJ
QRQFU\VWDOORJUDSKLFSDFNLQJGRQRWQHFHVVDULO\SUHFOXGHPRWLRQDWWKHHOERZRURWKHU
FRQIRUPDWLRQDOUHDUUDQJHPHQWVLQWKHDUFK7KHORRSVDWWKHHOERZPD\DFWXDOO\IDFLOLWDWH
FRQIRUPDWLRQDOIOH[LELOLW\,QGHHGJLYHQWKHSUR[LPLW\RIWKHILVWWRWKHSUHGLFWHGSDWKRI
51$VHHEHORZZHDQWLFLSDWHFRQIRUPDWLRQDOFKDQJHVLQWKHDUFKXSRQELQGLQJRI
VXEVWUDWHVRUSURWHLQFRIDFWRUV5LJLGERG\PRWLRQVLQWKHDUFKPD\DOVRUHVXOWIURP
FRQIRUPDWLRQDOFKDQJHVLQRWKHUGRPDLQVHJXSRQ$73K\GURO\VLV6XFKPRWLRQVLI
WKH\RFFXUDUHOLNHO\WRKDYHVLJQLILFDQWPHFKDQLVWLFLPSOLFDWLRQV$GGLWLRQDO
FU\VWDOORJUDSKLFDQGELRSK\VLFDODQDO\VLVLVWKHUHIRUHQHHGHGWRFKDUDFWHUL]HWKHSRWHQWLDO
G\QDPLFVRIWKHDUFKGRPDLQ
 7KHDUFKGRPDLQDSSHDUVWREHDQRYHOGRPDLQERWKLQWHUPVRIVWUXFWXUHDQG
VHTXHQFH&RPSDUDEOHDUFKOLNHGRPDLQVKDYHQRWEHHQREVHUYHGLQRWKHUKHOLFDVH


VWUXFWXUHV'$/,+ROPHWDODQGVHFRQGDU\VWUXFWXUHPDWFKLQJ660.ULVVLQHO
DQG+HQULFNVHDUFKHVXVLQJWKHDUFKDVDTXHU\VWUXFWXUHIDLOHGWRLGHQWLI\VLPLODU
VWUXFWXUHVLQWKHSURWHLQGDWDEDQNDOWKRXJKVRPHVLPLODULW\H[LVWVEHWZHHQWKHILVWRIWKH
DUFKDQGWKH/HSURWHLQ/LNHZLVHD%/$67$OWVFKXOHWDOVHDUFKRIWKHDUFK


Figure 3-4.&RPSDULVRQRIWKH0WUILVWZLWKWKH/HULERVRPDOSURWHLQ6WUXFWXUHV
WRSDQGWRSRORJ\GLDJUDPVERWWRPDUHVKRZQ6LPLODUIHDWXUHVEHWZHHQWKHVWUXFWXUHV
DUHFRORUHGEOXHA7KHFHQWUDOIROGRIWKH/HSURWHLQIURP6VROIDWDULFXV3'%
MR\LVVWUXFWXUDOO\VLPLODUWRWKHILVWRI0WUBDQGZDVXVHGWRJXLGHPRGHOEXLOGLQJ
LQWKHILVWC7KHULERVRPHERXQG/HVWUXFWXUHIURP+PDULVPRUWXL3'%MM
DGRSWVDVLPLODUIROG.OHLQHWDO1RWDEO\WKHSULPDU\51$ELQGLQJIDFHRI/H
SURWHLQFRUUHVSRQGVWRWKHSXWDWLYH51$ELQGLQJLQWHUIDFHRIWKH0WUILVW


VHTXHQFHH[FOXVLYHO\\LHOGV0WUVHTXHQFHV:HQRWHKRZHYHUWKDW6NLFRQWDLQVD
UHJLRQRIVLPLODUOHQJWKUHVLGXHVZKLFKDOVRKDVOLPLWHGVLPLODULW\WRRWKHU
NQRZQVHTXHQFHV3UHGLFWHGVHFRQGDU\VWUXFWXUHDQDO\VLVLQGLFDWHVWKLVUHJLRQLQ6NL
DGRSWVDIROGWKDWUHVHPEOHVWKH0WUDUFK)LJXUH$:KLOHWKHVHTXHQFHVLPLODULW\
ZLWKLQWKHDUFKGRPDLQRI0WUDQG6NLLVORZaLWGRHVLQFOXGHVHYHUDOUHVLGXHV
WKDWDUHFULWLFDOIRUPDLQWDLQLQJWKHRYHUDOOVWUXFWXUHLQ0WU$SSHQGL[$:HFRQFOXGH
WKDWGHVSLWHWKHORZVHTXHQFHVLPLODULW\0WUDQG6NLERWKFRQWDLQDQDUFKOLNH
GRPDLQ7KHGRPDLQLVQRWREVHUYHGLQRWKHU6NLOLNH51$RU'1$KHOLFDVHVDQGLV
WKHUHIRUHXQLTXHWRWKH0WU6NLVXEIDPLO\RI6NLOLNHKHOLFDVHV)LJXUH&
 
Molecular architecture of Ski2-like RNA helicases 
 7KH0WUVWUXFWXUHGHILQHVWKHIXQGDPHQWDOPROHFXODUDUFKLWHFWXUHRI6NLOLNH
KHOLFDVHV7KHVWUXFWXUHFOHDUO\GHPRQVWUDWHVWKDWGRPDLQVDQGDUHFKDUDFWHULVWLF
IHDWXUHVRI6NLOLNHIDPLO\PHPEHUV)LJXUH&7KLVREVHUYDWLRQLVSDUWLFXODUO\
VLJQLILFDQWEHFDXVHVHTXHQFHDQDO\VLVIDLOHGWRLGHQWLI\HLWKHUUHJLRQRI0WUDVVLPLODUWR
RWKHU6NLOLNHSURWHLQV'RPDLQZDVQRWUHFRJQL]HGDVDZLQJHGKHOL[GXHWRWKH
LQVHUWLRQRIWKHUHVLGXHDUFKGRPDLQEHWZHHQWKHVHFRQGDQGWKLUGKHOLFHV+DQG
+RIWKHPRWLI)LJXUH&+RZHYHUWKHVWUXFWXUDOVLPLODULW\RIWKLVGRPDLQWR
RWKHU6NLOLNHKHOLFDVHVLVVWURQJ6LPLODUO\WKHHLJKWKHOL[EXQGOHRIWKH0WUGRPDLQ
LVFOHDUO\UHODWHGWRWKDWRIWKH%UUDQG+HOVWUXFWXUHV)LJXUH&:KLOHRXU
PDQXVFULSWZDVXQGHUUHYLVLRQWKHVWUXFWXUHRID'($+ER[51$KHOLFDVH3USZDV
SXEOLVKHG+HHWDOZKLFKDOVRFRQWDLQVGRPDLQV7KLVVXJJHVWVWKDWGRPDLQV
PD\EHDFRPPRQIHDWXUHLQRWKHUKHOLFDVHVEH\RQGWKH6NLOLNH51$DQG'1$


KHOLFDVHIDPLO\(DFKVXEIDPLO\RIWKH6NLOLNHKHOLFDVHVDOVRUHWDLQVXQLTXH
DUFKLWHFWXUDOIHDWXUHV7KHPRVWVWULNLQJGLVWLQFWLRQEHWZHHQ0WU6NLDQGWKHRWKHU
VXEIDPLOLHVLVWKHSUHVHQFHRIWKHODUJHDUFKGRPDLQZKLFKDFFRXQWVIRUDTXDUWHURIWKH
HQWLUH0WUSURWHLQ

Model for RNA Binding 
 7KHVWUXFWXUDOVLPLODULW\EHWZHHQ0WUH[FOXGLQJWKHDUFKGRPDLQDQG+HO
DOORZVXVWRPRGHOWKHOLNHO\51$ELQGLQJVLWHIRU0WU)LJXUH&7KHPRGHOZDV
EXLOWE\DOLJQLQJWKH+HO'1$ERXQGVWUXFWXUHRQWRGRPDLQVDQGRIWKH0WU
VWUXFWXUH%DVHGRQWKLVPRGHOLWLVH[SHFWHGWKDW51$HQWHUV0WUQHDUWKHLQWHUIDFHRI
WKHILVWDQGGRPDLQ6LQJOHVWUDQGHG51$WKHQPDNHVDWXUQWRSDVVWKURXJKD
FKDQQHOIRUPHGE\GRPDLQVDQGDQGH[LWVRXWRIWKHEDVHRIWKHVWUXFWXUH7KH
LPPHGLDWHSDWKRIDGLVSODFHGVWUDQGLVSUHGLFWHGWRH[WHQGEHWZHHQGRPDLQDQGWKH
ILVWSRVVLEO\LQWKHGLUHFWLRQRIWKHFHQWUDOKROHRIWKHDUFK+RZHYHUWKHWUDMHFWRU\RIWKH
GLVSODFHGVWUDQGLVXQFOHDULQSDUWEHFDXVHWKHGXSOH[UHJLRQOLNHO\DULVHVIURPVHFRQGDU\
VWUXFWXUHVIRUPHGE\DVLQJOHVWUDQGRI51$ZKLFKPD\SUHFOXGHODUJHVHSDUDWLRQRIWKH
RSSRVLQJVWUDQGV
 7KH0WUVWUXFWXUHUHYHDOVDOORIWKHJHQHUDOVWUXFWXUDOFRPSRQHQWVWKDWDUH
UHTXLUHGIRUQXFOHLFDFLGELQGLQJVWUDQGPHOWLQJDQGVWUDQGWUDQVORFDWLRQ)LJXUH$
6SHFLILFIHDWXUHVLQFOXGHDȕKDLUSLQUHVLGXHVRIGRPDLQWKDWLVLQYROYHG
LQPHOWLQJGXSOH[QXFOHLFDFLGWKHFRQVHUYHGPRWLIVDORQJWKHLQWHUIDFHRIGRPDLQV
DQGDUHSRVLWLRQHGWRLQWHUDFWZLWKWKHSKRVSKDWHEDFNERQHRIWKHXQZRXQGVWUDQGDQG

 
 
 
 
 
 
 
 
 
 
 
 
 
 
Figure 3-5.51$ELQGLQJPRGHOA1XFOHLFDFLGIURPWKH'1$ERXQG+HO
VWUXFWXUH3'%SUZDVVXSHULPSRVHGRQWKH0WUVWUXFWXUHWRPRGHOWKHOLNHO\51$
ELQGLQJVLWH6XUIDFHWRSDQGFDUWRRQPLGGOHUHSUHVHQWDWLRQVDUHVKRZQFRORUHGE\
GRPDLQDVLQ)LJXUH,QVHWLPDJHVKLJKOLJKWVSHFLILFVWUXFWXUDOIHDWXUHVREVHUYHGLQ
0WUWKDWDUHDVVRFLDWHGZLWKVWUDQGVHSDUDWLRQDQGWUDQVORFDWLRQLQ+HOLQFOXGLQJWKH
KDLUSLQIURPGRPDLQDQGUDWFKHWKHOL[GRPDLQ,QDGGLWLRQH[WHQVLYH
LQWHUDFWLRQVDUHSUHGLFWHGDORQJWKHILVWRIWKHDUFKB6HTXHQFHFRQVHUYDWLRQPDSSHG
RQWKHVXUIDFHRIWKHDUFK7KHFRORUVFKHPHRIFRQVHUYDWLRQLVWKHVDPHDVLQ)LJXUH
$7KHSRVLWLRQRIWKUHHVWULFWO\FRQVHUYHGDUJLQLQHUHVLGXHVWKDWSRWHQWLDOO\LQWHUDFW
ZLWK51$LVLQGLFDWHGƇC6WHUHRYLHZRI'RPDLQ'RPDLQRI0WULVDQHLJKW
KHOL[EXQGOHDQGLVGHVLJQDWHGDVD'6+&7GRPDLQSXUSOH7KHGRPDLQIURP0WULV
VXSHULPSRVHGZLWKWKH'1$ERXQGVHYHQKHOL[EXQGOHRI+HOZKLWHWRKLJKOLJKWWKH
VWUXFWXUDOVLPLODULW\EHWZHHQWKHVHWZRGRPDLQV$QUHVLGXHGLVRUGHUHGORRSLQ0WULV
GUDZQDVDGDVKHGOLQH+HOL[+RI0WUFRUUHVSRQGVWRWKHUDWFKHWKHOL[RI+HO







DUDWFKHWKHOL[7KHFRQVLVWHQF\EHWZHHQ0WUDQG+HO%XWWQHUHWDOLQ
WKHVHWKUHHFRQVHUYHGVWUXFWXUDOIHDWXUHVDORQJWKHSXWDWLYH51$ELQGLQJSDWKVXJJHVWV
WKDWDOO6NLOLNHKHOLFDVHVOLNHO\SURPRWHVWUDQGGLVSODFHPHQWDQGWUDQVORFDWLRQXVLQJWKH
VDPHEDVLFPHFKDQLVPV
 7KH51$ELQGLQJPRGHODOVRSUHGLFWVSURWHLQ51$LQWHUDFWLRQVWKDWDUHXQLTXHWR
0WU7KHDUFKGRPDLQLVSRLVHGWRLQWHUDFWZLWK51$SULPDULO\LQWKHILVW&RQVHUYHG
SRVLWLYHO\FKDUJHGUHVLGXHV$UJ$UJDQG$UJDUHORFDWHGDORQJRQHIDFHRI
WKHILVWDQGDUHVWURQJFDQGLGDWHVIRUSRWHQWLDOLQWHUDFWLRQV)LJXUH%6HYHUDOODUJH
ORRSVZKLFKDUHGLVRUGHUHGLQWKHFXUUHQWVWUXFWXUHSRWHQWLDOO\LQWHUDFWZLWKWKHLQFRPLQJ
51$7KHVHORRSVLQFOXGHDUHVLGXHORRSLQWKHILVWDUHVLGXHUHJLRQ
LQGRPDLQDQGDQUHVLGXHORRSLQGRPDLQ(DFKRIWKHVH
GLVRUGHUHGUHJLRQVFRQWDLQVFRQVHUYHGSRVLWLYHO\FKDUJHGUHVLGXHVWKDWFRXOGLQWHUDFW
ZLWKDQHJDWLYHO\FKDUJHG51$EDFNERQH:HQRWHWKDWWKHWHPSHUDWXUHVHQVLWLYH
&\V7\UPWUPXWDWLRQ/LDQJHWDOUHVLGHVLQGRPDLQDWWKHEDVHRIWKH
GLVRUGHUHGORRSDQGSRWHQWLDOO\DIIHFWVLQWHUDFWLRQVZLWKLQFRPLQJ51$
 /RFDOL]DWLRQRIWKHILVWQHDUWKHSUHGLFWHGHQWU\SRLQWIRU51$DQGDGMDFHQWWRWKH
KDLUSLQRIGRPDLQVXJJHVWVWKDWWKHDUFKPD\LQIOXHQFHVWUDQGVHSDUDWLRQRUUHVROXWLRQ
RI51$513VWUXFWXUHV7KHFRLOHGFRLOVFDIIROGRIWKHDUPVRIWKHDUFKPD\DFWXDOO\
SURYLGHWKHVWUXFWXUDOULJLGLW\QHHGHGWRUHVROYHVRPHVWUXFWXUHV$OWHUQDWLYHO\WKHDUFK
PD\UHJXODWH51$DFFHVVWRRUQDYLJDWLRQWKURXJKWKHKHOLFDVH,QWKLVPRGHOWKHDUFK
FRXOGILOODUROHDQDORJRXVWRGRPDLQRIRWKHU6NLOLNHKHOLFDVHVZKLFKDFWVDVD


³PROHFXODUEUDNH´WRUHJXODWHSURFHVVLYLW\DORQJYDULRXVVXEVWUDWHV5LFKDUGVHWDO

 7KH51$ELQGLQJPRGHOVXJJHVWVWKDWWKHODUJHKROHIRUPHGE\WKHDUPVRIWKH
DUFKLVSUREDEO\QRWWKHSULPDU\LQWHUIDFHIRU51$ELQGLQJ&RQVLVWHQWZLWKWKLVPRGHO
OLWWOHFRQVHUYDWLRQRIFKDUJHRUVHTXHQFHLVREVHUYHGDORQJWKLVVXUIDFH)LJXUH$DQG
)LJXUH%7KHSUHGLFWHGSDWKRI51$ELQGLQJLVDOVRDVLJQLILFDQWGLVWDQFHDZD\IURP
WKHZLQJHGKHOL[RIGRPDLQ$OWKRXJKZLQJHGKHOL[GRPDLQVDUHRIWHQDVVRFLDWHGZLWK
QXFOHLFDFLGELQGLQJ*DMLZDODDQG%XUOH\LWLVXQFOHDUZKHWKHUWKLVGRPDLQ
LQWHUDFWVZLWK51$

The bottom surface of Mtr4 is a potential 
 interaction site for the exosome 
 ,QRUGHUWRLGHQWLI\UHJLRQVRISRWHQWLDOVXUIDFHLQWHUDFWLRQVFRQVHUYDWLRQDPRQJ
0WUVHTXHQFHVZDVPDSSHGRQWRWKH0WUVWUXFWXUHXVLQJ&RQVXUI/DQGDXHWDO
)LJXUH$6WURQJFRQVHUYDWLRQLVREVHUYHGWKURXJKRXWWKHEDVHRIWKHVWUXFWXUHDQGLV
SDUWLFXODUO\FRQFHQWUDWHGDORQJWKHERWWRPVXUIDFHQHDUWKHSXWDWLYH51$H[LWVLWH
&RQVHUYDWLRQLVOHVVSURQRXQFHGLQWKHDUFKGRPDLQDQGLVJHQHUDOO\OLPLWHGWRRQH
VXUIDFHRIWKHILVWWKDWLQFOXGHVDFOXVWHURIKLJKO\FRQVHUYHGDUJLQLQHVDOVRVHH)LJXUH
%:KHQ6NLFRQVHUYDWLRQLVPDSSHGRQWRWKH0WUVWUXFWXUHDVLPLODUSDWWHUQRI
VWURQJFRQVHUYDWLRQLVREVHUYHGDORQJWKHEDVHRIWKHVWUXFWXUHZLWKHYHQPRUHOLPLWHG
FRQVHUYDWLRQLQWKHDUFK)LJXUH%,QFRQWUDVWWR0WUDQG6NLWKHVXUIDFHRI
+HOLVPXFKOHVVFRQVHUYHGHVSHFLDOO\QHDUWKHQXFOHLFDFLGH[LWVLWH)LJXUH&



Figure 3-6.6XUIDFHFRQVHUYDWLRQ(YROXWLRQDU\FRQVHUYDWLRQVFRUHVZHUHFDOFXODWHGDQG
PDSSHGRQWRWKHSURWHLQVXUIDFHXVLQJ&RQVXUI/DQGDXHWDO&RQVHUYDWLRQLV
GHSLFWHGE\FRORUJUDGLHQWUDQJLQJIURPYDULDEOHZKLWHWRKLJKO\FRQVHUYHGRUDQJH
A0WUFRQVHUYDWLRQPDSSHGRQWRWKH0WUVWUXFWXUHB6NLFRQVHUYDWLRQPDSSHG
RQWRWKH0WUVWUXFWXUHC+HOFRQVHUYDWLRQPDSSHGRQWRWKH+HOVWUXFWXUH
3'%SU7KHVWURQJFRQVHUYDWLRQREVHUYHGDORQJWKHEDVHRI0WUDQG6NLVXJJHVWV
WKDWWKLVLVDSRWHQWLDOLQWHUDFWLRQVXUIDFH6HH$SSHQGL[$IRUDPRUHGHWDLOHGDOLJQPHQW
RI0WUDQG6NLVHTXHQFHV




7KXVWKHFRQVHUYDWLRQDORQJWKHEDVHRI0WUDQG6NLDSSHDUVWREHDXQLTXHIHDWXUHRI
WKLVVXEIDPLO\RI6NLOLNHKHOLFDVHV7KLVVXJJHVWVWKDWWKHFRQVHUYHGVXUIDFHSOD\VDUROH
WKDWLVFRPPRQWR0WUDQG6NLEXWLVGLVWLQFWIURPFDQRQLFDOKHOLFDVHIXQFWLRQ2QH
LQWULJXLQJSRVVLELOLW\LVWKDWWKHH[RVRPHLQWHUDFWVZLWK0WUDQG6NLDORQJWKHEDVHRI
WKHVWUXFWXUH7KLVSRVVLELOLW\LVFRQVLVWHQWZLWKWKHREVHUYDWLRQWKDW0WUFRSXULILHVZLWK
WKHKXPDQH[RVRPH&KHQHWDO6XFKDGLUHFWLQWHUDFWLRQZRXOGSRVLWLRQ51$
HPHUJLQJIURPWKHEDVHRI0WUDGMDFHQWWRWKHVLWHZKHUH51$HQWHUVWKHH[RVRPH:H
QRWHWKDWWKHEDVHRI0WULVURXJKO\HTXLYDOHQWLQGLDPHWHUWRWKHHQWU\VXUIDFHRIWKH
H[RVRPH
 7KHFXUUHQWGDWDSURYLGHIHZFOXHVIRUWKHORFDWLRQRI7UI$LUDVVHPEO\RQ
0WU6LQFHSRO\DGHQ\ODWLRQRI51$VXEVWUDWHVLVOLNHO\WRSUHFHGHLQWHUDFWLRQVZLWK
0WUWKHSURWHLQSURWHLQELQGLQJVLWHLVH[SHFWHGWREHQHDUHUWKHSXWDWLYH51$HQWU\VLWH
UDWKHUWKDQDWWKHFRQVHUYHGH[LWVLWHRI0WU7KHDUFKGRPDLQLVDQDWWUDFWLYHWDUJHWIRU
7UI$LUDVVHPEO\EHFDXVHRILWVSUR[LPLW\WRWKHHQWU\VLWHDQGLWVGLVWLQFWLYHVFDIIROG
OLNHDSSHDUDQFH+RZHYHUWKHODFNRIFRQVHUYDWLRQLQWKLVUHJLRQ\LHOGVIHZFOXHVWR
SRWHQWLDOLQWHUIDFHV

The arch is important for exosome function  
in vivo
 7RLQYHVWLJDWHWKHIXQFWLRQRIWKHDUFKGRPDLQDQ0WUDUFKOHVVPXWDQWZDV
FRQVWUXFWHGE\LQVHUWLQJDUHVLGXHOLQNHUEHWZHHQ+DQG+RIGRPDLQ)LJXUH
7KXVWKHDUFKOHVVPXWDQWHVVHQWLDOO\UHVHPEOHVGRPDLQVDQGRI+HO1RW
VXUSULVLQJO\SXULILHG0WUDUFKOHVVSURWHLQUHWDLQVERWK51$GHSHQGHQW$73DVHDFWLYLW\



Figure 3-7.&RQVWUXFWLRQRIWKH0WUDUFKOHVVPXWDQWA7RPDNHWKH0WUDUFKOHVV
PXWDQWUHVLGXHVZHUHUHSODFHGZLWKWKHUHVLGXHV(/67*OX/HX6HUDQG7KU
7KHVHIRXUUHVLGXHVDUHVLPLODUWRWKRVHIRXQGLQ+HOLQHTXLYDOHQWSRVLWLRQV*OX,OH
6HUDQG/HXB7KHVWUXFWXUDOMXVWLILFDWLRQIRUWKH0WUDUFKOHVVPXWDQW0WULV
FRORUHGE\GRPDLQDVLQ)LJXUH7KHLQVHWVKRZVWKDWGRPDLQRI+HO\HOORZ
DOLJQVZLWKGRPDLQRI0WUDQGDVPDOOSRUWLRQRIWKHDUFKGRPDLQ7KH0WUUHVLGXHV
WKDWZHUHUHPRYHGLQWKHFRQVWUXFWLRQRIWKH0WUDUFKOHVVPXWDQWDUHFRORUHGZKLWHDQG
WKHIRXUUHVLGXHVWKDWUHSODFHGWKHDUFKVHTXHQFHDUHPRGHOHGDVDEOXHGDVKHGOLQH



 7RDGGUHVVZKHWKHUWKHDUFKLVIXQFWLRQDOO\LPSRUWDQWZHJHQHUDWHG\HDVW
H[SUHVVLRQSODVPLGVIRUZLOGW\SHDQGDUFKOHVV0WU$VWUDLQFRQWDLQLQJWKH0WU
DUFKOHVVYHUVLRQLVYLDEOHEXWJURZVVLJQLILFDQWO\VORZHUWKDQWKHFRQWUROZLOGW\SHVWUDLQ
)LJXUH'7KLVVORZJURZWKSKHQRW\SHLVQRWVLPSO\GXHWRUHGXFHGH[SUHVVLRQRI
0WUDUFKOHVVVLQFHZHVWHUQEORWDQDO\VLVLQGLFDWHVWKDWZLOGW\SHDQGDUFKOHVV0WUDUH
DQG$73GHSHQGHQWKHOLFDVHDFWLYLW\)LJXUH)XUWKHUPRUHWKHDFWLYLW\LV
FRPSDUDEOHWRIXOOOHQJWK0WU)LJXUH%


H[SUHVVHGDWVLPLODUOHYHOV)LJXUH(7KXVDOWKRXJKWKHDUFKGRPDLQRI0WULVQRW
UHTXLUHGIRUin vitro$73DVHRUKHOLFDVHDFWLYLW\LWLVLPSRUWDQWIRUSURSHU0WUIXQFWLRQ
in vivo
 7RDQDO\]HZKHWKHUWKHJURZWKGHIHFWRIWKH0WUDUFKOHVVVWUDLQUHIOHFWHGD
GHIHFWLQH[RVRPHPHGLDWHGIXQFWLRQVZHDQDO\]HGWKHSURFHVVLQJRI6U51$DQGWKH
GHJUDGDWLRQRIWKH¶(76ZKLFKDUHSURGXFWVRID6SRO\FLVWURQLFSUHFXUVRU)LJXUH
)7KH6U51$LVJHQHUDWHGIURPD6SUHFXUVRUE\WKHH[RVRPHDQG0WUGHOD
&UX]HWDO7KH0WUDUFKOHVVVWUDLQDFFXPXODWHGDGLVWLQFW51$VSHFLHVWKDWLV
QXFOHRWLGHVORQJHUWKDQWKHQRUPDO6U51$)LJXUH*:HFRQFOXGHWKDWWKHDUFK
LVUHTXLUHGIRUH[RVRPHPHGLDWHGU51$SURFHVVLQJ7KH6DFFXPXODWLRQ
SKHQRW\SHRIWKH0WUDUFKOHVVPXWDQWLVVLPLODUWRWKDWVHHQLQrrp6 VWUDLQV)LJXUH
*,QFRQWUDVWSRLQWPXWDWLRQVLQWKHFRUHH[RVRPHGRQRWOHDGWRWKHDFFXPXODWLRQRI
WKLVVSHFLHVEXWLQVWHDGFDXVHWKHDFFXPXODWLRQRIKHWHURJHQHRXVVSHFLHVWKDWUDQJHLQ
OHQJWKEHWZHHQ6DQG6$OOPDQJHWDOD%DVHGRQWKHVHREVHUYDWLRQVLW
KDVSUHYLRXVO\EHHQVXJJHVWHGWKDWUHPRYDORIWKHODVWQWVRIWKH6SUHFXUVRU
VSHFLILFDOO\UHTXLUHV5USDQGFDQQRWEHSHUIRUPHGE\WKHFRUHH[RVRPH%ULJJVHWDO
7KH0WUDUFKOHVVSKHQRW\SHGHPRQVWUDWHVWKDWWKHDUFKGRPDLQLVDOVRUHTXLUHG
IRUILQDOSURFHVVLQJRIUHPDLQLQJQWVRIWKH6SUHFXUVRU
 7KH¶(76LVWKH¶PRVWSDUWRIWKH6U51$SUHFXUVRUZKLFKLVGHJUDGHGE\
WKHH[RVRPHIROORZLQJFOHDYDJHIURPWKHSUHFXUVRU3URELQJDQRUWKHUQEORWZLWKDSUREH
IRUWKH¶(76UHYHDOHGDSDWWHUQLQDUFKOHVVWKDWZDVYHU\VLPLODUWRWKDWVHHQLQrrp6 
%RWKVWUDLQVDFFXPXODWHDERXWIROGKLJKHUOHYHOVRIWKH¶(76FRPSDUHGWRZLOGW\SH

 
 
 
 
 
Figure 3-8.7KHDUFKGRPDLQRI0WULVUHTXLUHGIRU51$SURFHVVLQJDQGGHJUDGDWLRQ
EXWQRWIRUKHOLFDVHRU$73DVHDFWLYLW\A'LVSODFHPHQWRIDUDGLRODEHOHGVLQJOH
VWUDQGHG51$IURPDESGXSOH[ZLWKD¶VLQJOHVWUDQGHGRYHUKDQJE\IXOOOHQJWK
0WUDQGWKH0WUDUFKOHVVPXWDQWDVREVHUYHGRQDQRQGHQDWXULQJSRO\DFU\ODPLGHJHO
,OOXVWUDWLRQVRQWKHOHIWGHVFULEHWKHPRELOLW\RIGXSOH[DQGVLQJOHVWUDQGHG51$WKURXJK
WKHJHOWKHDVWHULVNUHSUHVHQWVWKH3ODEHO$OLTXRWVZHUHWDNHQDWWKHWLPHSRLQWV
LQGLFDWHGDIWHUWKHDGGLWLRQRI$73/DQHGLVSOD\VWKHFRPSOHWHGLVVRFLDWLRQRIWKH
GXSOH[DIWHUKHDWLQJDQDOLTXRWWR&DQGODQHVDQGVKRZDUHDFWLRQZLWKRXW$73
DIWHUPLQXWHVB7LPHFRXUVHVIRUWKHIUDFWLRQRIGLVSODFHGXQZRXQG51$
FRPSDUHGWRWRWDO51$LVVKRZQ&ORVHGFLUFOHVLQGLFDWH0WUDFWLYLW\RSHQWULDQJOHV
LQGLFDWH0WUDUFKOHVVDFWLYLW\$VROLGOLQHUHSUHVHQWLQJ0WUDQGDGDVKHGOLQH
UHSUHVHQWLQJ0WUDUFKOHVVZHUHILWWRWKHGDWDSRLQWVDVDILUVWRUGHUUHDFWLRQ:DQJHW
DODOORZLQJIRUWKHGHWHUPLQDWLRQRIUHDFWLRQDPSOLWXGHV$ 
0WU$ 0WUDUFKOHVVDQGREVHUYHGXQZLQGLQJUDWHFRQVWDQWVN¶XQZ 
PLQ0WUN¶XQZ PLQ0WUDUFKOHVVC
(QKDQFHPHQWRI$73DVHDFWLYLW\DIWHULQWURGXFWLRQRI51$IRU0WUDQG0WUDUFKOHVV
7KHUDWHZDVGHWHUPLQHGXVLQJDPDODFKLWHJUHHQDVVD\WKDWPRQLWRUVWKHUDWHRIUHOHDVHRI
LQRUJDQLFSKRVSKDWH>3L@IURP$73RYHUWLPH%DFNJURXQGYDOXHVDFWLYLW\LQWKHDEVHQFH
RI51$KDYHEHHQVXEWUDFWHGIURPWKHWRWDOUDWHD7KHDUFKGRPDLQLVUHTXLUHGIRU
RSWLPDOJURZWKUDWH7KHLQGLFDWHGSODVPLGVZHUHLQWURGXFHGLQWRD\HDVWVWUDLQWKDWKDG
WKH075JHQHGHOHWHGIURPWKHFKURPRVRPHDQGWKDWDOVRFRQWDLQHGDSODVPLG
HQFRGLQJZLOGW\SH0WUZLWKDQ85$VHOHFWDEOHPDUNHU*URZWKRQ)2$SODWHV
OHIWVHOHFWVIRUFHOOVWKDWKDYHORVWWKH85$SODVPLGDQGWKXVVKRZVWKDW0WUDUFKOHVV
FRQIHUVDVORZJURZWKSKHQRW\SHE$:HVWHUQEORWSUREHGZLWKDQWL0WUDQWLERGLHV
WRSDQGUHSUREHGZLWKDQWL3JNDQWLERGLHVDVDORDGLQJFRQWUROVKRZVWKDWDUFKOHVVDQG
ZLOGW\SH0WUDUHH[SUHVVHGDWVLPLODUOHYHOVF7KH¶(76DQG6U51$DUH
GHJUDGHGDQGSURFHVVHGWKURXJKDFWLRQVRIWKHQXFOHDUH[RVRPHDQG0WU7KH¶(76
DQG6U51$SUHFXUVRUDUHGRZQVWUHDPSURGXFWVRI6U51$SUHFXUVRUSURFHVVLQJ
HYHQWV6U51$LVJHQHUDWHGWKURXJKSURFHVVLQJRI6DQG6LQWHUPHGLDWHVDQG
WKH¶(76LVFRPSOHWHO\GHJUDGHGG7KH6LQWHUPHGLDWHDFFXPXODWHVLQDQ
0WUDUFKOHVVPXWDQWDVZHOODVDQrrp6NQRFNRXWVWUDLQEXWQRWLQVWUDLQVWKDWODFN5US
H[RQXFOHDVHRUHQGRQXFOHDVHDFWLYLW\6KRZQLVD1RUWKHUQEORWSUREHGZLWKD3
UDGLRODEHOHGROLJRVSHFLILFIRUWKH6U51$WRSDQGUHSUREHGIRUWKH51$VXEXQLWRI
WKHVLJQDOUHFRJQLWLRQSDUWLFOHERWWRPH7KH¶(76VLJQDOLVIRXUIROGJUHDWHULQWKH
0WUDUFKOHVVrrp6NQRFNRXWDQGrrp44H[RVWUDLQVEXWRQO\WKHrrp44H[RVWUDLQVKRZV
GHFD\LQWHUPHGLDWHV6KRZQLVWKHVDPH1RUWKHUQEORWDVVKRZQLQGUHSUREHGZLWKD
3UDGLRODEHOHGROLJRVSHFLILFWRWKH¶(76)LJXUHSURYLGHVWKHVWUXFWXUDO
MXVWLILFDWLRQIRUGHVLJQRIWKH0WUDUFKOHVVPXWDQWXVHGLQWKHVHVWXGLHV
 










)RUERWKWKH6U51$SURFHVVLQJDQG¶(76GHJUDGDWLRQDVVD\VWKHSKHQRW\SHRI
DUFKOHVVPWUGLGQRWUHVHPEOHWKDWRISRLQWPXWDQWVLQDFWLYDWLQJHLWKHURIWKHRWKHUWZR
FDWDO\WLFDFWLYLWLHVRIWKHH[RVRPHLHWKHUUS'1PXWDQWODFNLQJ5US
H[RULERQXFOHDVHDFWLYLW\DQGWKHUUS'$PXWDQWODFNLQJ5USHQGRULERQXFOHDVH
DFWLYLW\)LJXUH7KXVRXU1RUWKHUQEORWWLQJUHVXOWVVXJJHVWDSRVVLEOHUROHRIWKH
DUFKLQDFWLYDWLRQRI5USDOWKRXJKWKH\GRQRWUXOHRXWWKHSRVVLELOLW\WKDWWKHDUFKDOVR
DIIHFWVWKHDFWLYLW\RI5USRQVRPHVXEVWUDWHV
 &RQVLVWHQWZLWKDUROHIRU0WULQDFWLYDWLQJ5USDUHFHQWSDSHULQGLFDWHVWKDW
WKH75$03FRPSOH[FDQVWLPXODWHWKHDFWLYLW\RI5USin vitroLQDPDQQHUWKDWLV
LQGHSHQGHQWRIWKHKHOLFDVHRUSRO\$SRO\PHUDVHDFWLYLWLHVRI75$03&DOODKDQDQG
%XWOHU1RWDEO\75$03HQKDQFHPHQWRI5USDFWLYLW\DSSHDUHGHYHQLQD
75$03FRPSOH[GHSOHWHGRIGHWHFWDEOHOHYHOVRI0WU+RZHYHURWKHUFRIDFWRUV
DVVRFLDWHGZLWKWKH6U51$GXULQJSURFHVVLQJLQFOXGLQJWKHFRUHH[RVRPHZHUHQRW
SUHVHQWLQWKHin vitroDQDO\VLVRI75$03PHGLDWHG5USDFWLYDWLRQ7KHPHFKDQLVPIRU
5USDFWLYDWLRQDQGWKHUROHRIWKH0WUDUFKGRPDLQLQWKDWSURFHVVWKHUHIRUHUHPDLQV
XQFOHDU2QHSRVVLELOLW\LVWKDWWKHDUFKLQGLUHFWO\HQKDQFHV5USDFWLYLW\in vivoWKURXJK
RWKHUSURWHLQSURWHLQLQWHUDFWLRQVHJ7UIDQGRU$LU$OWHUQDWLYHO\WKHDUFKPD\
DVVLVWLQPDNLQJWKHH[WUDQWVRIWKH6SUHFXUVRUDFFHVVLEOHWR5USin vivo7KLVODVW
SRVVLELOLW\LVHVSHFLDOO\LQWHUHVWLQJLQOLJKWRIUHFHQWVWUXFWXUDODQGELRFKHPLFDOGDWD
LQGLFDWLQJWKDWWKHGLVWDQFHIURPWKHWRSRIWKHFRUHH[RVRPHWRWKHDFWLYHVLWHRIWKH
H[RQXFOHDVH5USLVQWV%RQQHDXHWDOLHWKHVDPHDVWKHQXPEHUOHIWLQ
63UHYLRXVPRGHOVIRU51$SURFHVVLQJKDYHQRWDGGUHVVHGKRZWKHFRUH




Figure 3-9. 0RGHOIRU6U51$SURFHVVLQJ,QLWLDOSURFHVVLQJRIWKH6SUHFXUVRULV
SHUIRUPHGE\5USLQDVVRFLDWLRQZLWKWKHFRUHH[RVRPHOHDYLQJD6QW51$
)LQDOSURFHVVLQJLVSHUIRUPHGE\5US0WULVSURSRVHGWRKHOSPDNHWKH6
VXEVWUDWHDFFHVVLEOHWR5USSRVVLEO\E\UHPRYDORIWKH51$IURPWKHFRUHH[RVRPH
:KLOH5USLVGHSLFWHGLQDVVRFLDWLRQZLWKWKHFRUHH[RVRPHGXULQJSURFHVVLQJRIWKH
6VXEVWUDWHVXFKDQLQWHUDFWLRQPD\QRWEHUHTXLUHGDVSUHYLRXVO\VXJJHVWHG
&DOODKDQDQG%XWOHU



H[RVRPHZRXOGVWRSRQFHLWUHDFKHVDQGKRZWKH6VSHFLHVLVUHOHDVHGIURP
WKHFRUHH[RVRPHWREHWDUJHWHGWR5US:HVSHFXODWHWKDW0WUFRXOGKHOSVWRS
H[RVRPDOGHFD\RISURFHVVHGVXEVWUDWHV7KH0WUDUFKOHVVGDWDIXUWKHUUDLVHWKH
SRVVLELOLW\WKDWWKHDUFKGRPDLQDQGRUSURWHLQVDVVRFLDWHGZLWKLWPD\IDFLOLWDWHWKH
UHWUDFWLRQRI6LQWHUPHGLDWHVRXWRIWKHH[RVRPHFRUHWRPDNHWKHPDFFHVVLEOHIRU
5US)LJXUH



Conclusion
 7KHIXOOOHQJWK0WUVWUXFWXUHSUHVHQWHGKHUHUHSUHVHQWVWKHILUVWFRPSOHWHYLHZRI
D6NLOLNH51$KHOLFDVHDQGLVDOVRWKHILUVWIXOOOHQJWKVWUXFWXUHIRUDQ\51$KHOLFDVH
RIFRPSDUDEOHVL]H7KHVWUXFWXUHUHYHDOVDYDULHW\RIIHDWXUHVWKDWVXJJHVWWKDWZKLOH
0WUUHWDLQVFDQRQLFDOKHOLFDVHIXQFWLRQLWDOVRFRQWDLQVDGGHGIXQFWLRQDOLW\WKDWH[WHQGV
EH\RQGWKDWRISUHYLRXVO\FKDUDFWHUL]HGKHOLFDVHV7KHQRYHODUFKGRPDLQLQSDUWLFXODU
DSSHDUVWRSOD\DQLPSRUWDQWUROHLQSURFHVVLQJRI51$VXEVWUDWHV7KHVWUXFWXUDODQG
ELRFKHPLFDOGDWDSUHVHQWHGKHUHVXJJHVWQXPHURXVDYHQXHVWRZDUGDPRUHGHWDLOHG
PHFKDQLVWLFXQGHUVWDQGLQJRIH[RVRPHPHGLDWHG51$SURFHVVLQJDQGGHFD\DVZHOODVD
EURDGHUYLHZRIWKHDFWLYLWLHVRI6NLOLNHKHOLFDVHV

Materials and methods 

Construct design  
 7KHIXOOOHQJWK0WU'1$VHTXHQFHIURPS. cerevisiaeZDVLQVHUWHGLQWRDS(7
'WRSRE. coliH[SUHVVLRQYHFWRU,QYLWURJHQZLWKDQ1WHUPLQDO7(9SURWHDVH
FOHDYDEOHKH[DKLVWLGLQHWDJ5HPRYDORIWKHKLVWDJE\7(9FOHDYDJHOHDYHVWZR
DGGLWLRQDODPLQRDFLGVDWWKH1WHUPLQXVRIWKHQDWLYHVHTXHQFH7KHDUFKOHVV0WU
PXWDQWZDVFRQVWUXFWHGE\UHSODFLQJSURWHLQUHVLGXHVZLWKDUHVLGXH(/67
OLQNHU)LJXUH

Protein expression  
 0WUSURWHLQZDVUHFRPELQDQWO\H[SUHVVHGLQDQE. coli%/'(FRGRQ5,/
FHOOOLQH6WUDWDJHQH3URWHLQH[SUHVVLRQZDVLQGXFHGXVLQJDQDXWRLQGXFWLRQSURWRFRO


6WXGLHU$XWRLQGXFWLRQ\LHOGHGDJUHDWHUDPRXQWRISURWHLQSHUPHGLDYROXPH
PJ/WKDQWUDGLWLRQDO,37*LQGXFWLRQPHWKRGV*URZWKDWURRPWHPSHUDWXUH
DOORZHGIRUJUHDWHU0WUVROXELOLW\WKDQWKDWREVHUYHGIRU&JURZWK&HOOVZHUH
KDUYHVWHGDWUSPDQGVWRUHGDW& 
 
Protein purification  
 &HOOO\VLVZDVSHUIRUPHGE\PDQXDOO\EUHDNLQJXSWKHIUR]HQFHOOSHOOHWIROORZHG
E\O\VR]\PHWUHDWPHQWDQGVRQLFDWLRQ1LDIILQLW\KHSDULQDIILQLW\DQGJHOILOWUDWLRQ
FKURPDWRJUDSK\WHFKQLTXHVZHUHHPSOR\HGWRSXULI\WKHSURWHLQ$OOSXULILFDWLRQEXIIHUV
FRQWDLQHGJO\FHUROP0+(3(6S+DQGP0EHWDPHUFDSWRHWKDQRO6DOW
FRQFHQWUDWLRQZDVYDULHGLQWKHEXIIHUVWKURXJKWKHFKURPDWRJUDSK\SURFHGXUHV7KHILQDO
EXIIHUFRQGLWLRQVRISXULILHGSURWHLQZHUHWKRVHGHVFULEHGDERYHSOXVP01D&O

Activity assays  
 $73DVHDFWLYLW\ZDVGHWHUPLQHGXVLQJDFRORULPHWULFPDODFKLWHJUHHQDVVD\WKDW
GHWHFWVWKHUHOHDVHRILQRUJDQLFSKRVSKDWH>3L@DIWHU$73K\GURO\VLV7KHPHWKRGZDV
DGDSWHGIURPWKHSURFHGXUHGHVFULEHGE\%HUQVWHLQHWDO%HUQVWHLQHWDODQGLV
GHVFULEHGLQGHWDLOLQVXSSOHPHQWDU\PDWHULDOVDQGPHWKRGVDSSHQGHGEHORZ
 ATPase assay±$FRORULPHWULFPDODFKLWHJUHHQDVVD\DGDSWHGIURP%HUQVWHLQHW
DO%HUQVWHLQHWDOZDVXVHGWRGHWHFWWKHUHOHDVHRILQRUJDQLFSKRVSKDWH>3L@DIWHU
$73K\GURO\VLV,QRUJDQLFSKRVSKDWHUHOHDVHZDVREVHUYHGE\DFKDQJHLQDEVRUEDQFHDW
QP


 7RSUHSDUHWKHPDODFKLWHJUHHQDVVD\VROXWLRQYROXPHRIZY
DPPRQLXPPRO\EGDWHLQ0+&OZDVDGGHGWRYROXPHVRIZY0DODFKLWH
*UHHQ5HDFWLRQPL[WXUHVȝ/FRQWDLQLQJP07ULVS+P00J
$FHWDWH0PȕPHUFDSWRHWKDQROȝ0RISURWHLQDQGQ0RIVV51$¶
*&*8&888$&**8*&88$$$$&$$$$&$$$$&$$$$&$$$$¶ZHUH
LQLWLDWHGE\WKHDGGLWLRQRIP0RI$73$WDQGPLQXWHVȝ/ZHUH
UHPRYHGIURPWKHUHDFWLRQDQGDGGHGWRȝ/RIPDODFKLWHJUHHQVROXWLRQ&KDQJHLQ
DEVRUEDQFHDWQPZDVREVHUYHGXVLQJD9(56$PD[WXQDEOHPLFURSODWHUHDGHU
0ROHFXODU'HYLFHV7KHLQVWDQWDQHRXVUHDFWLRQUDWH>3L@0PLQZDVFDOFXODWHGE\
ILWWLQJDOLQHDUWUHQGOLQHWRWKHDEVRUEDQFHYDOXHVRIWLPHSRLQWVXVLQJ.DOHLGD*UDSK
VRIWZDUH7RGHWHUPLQHWKHHQKDQFHPHQWRI51$RQ0WUDQG0WUDUFKOHVVDFWLYLW\
UHDFWLRQVZLWKRXW51$ZHUHXVHGWRREWDLQEDFNJURXQGYDOXHV
 +HOLFDVHDFWLYLW\ZDVGHWHUPLQHGHVVHQWLDOO\DVGHVFULEHGE\:DQJHWDO:DQJHW
DO%ULHIO\WKHDVVD\PHDVXUHVGLVSODFHPHQWRID3ODEHOHGQW51$IURPD
FRPSOHPHQWDU\51$VWUDQGFRQWDLQLQJDQDGGLWLRQDOQW¶RYHUKDQJ'LVSODFHPHQWLV
REVHUYHGRQDQRQGHQDWXULQJSRO\DFU\ODPLGHJHO7KHGHWDLOHGSURWRFROLVGHVFULEHGLQ
VXSSOHPHQWDU\PDWHULDOVDQGPHWKRGVDSSHQGHGEHORZ
 Helicase assay±+HOLFDVHDFWLYLW\ZDVGHWHUPLQHGHVVHQWLDOO\DVGHVFULEHGE\
:DQJHWDO:DQJHWDO%ULHIO\WKHDVVD\PHDVXUHVGLVSODFHPHQWRID3ODEHOHG
QW51$IURPDFRPSOHPHQWDU\51$VWUDQGFRQWDLQLQJDQDGGLWLRQDOQW¶
RYHUKDQJ7KHGHWDLOHGSURWRFROLVGHVFULEHGEHORZ


 $QXFOHRWLGHVV51$WKDWZDVSURGXFHGXVLQJ$PSOLVFULEH7IODVKLQYLWUR
WUDQVFULSWLRQNLW(SLFHQWUHZDVFRPELQHGZLWKDQXFOHRWLGHVV51$RUGHUHGIURP
,QWHJUDWHG'1$7HFKQRORJLHV7KHES51$ZDVUDGLRODEHOHGXVLQJ$73>Ȗ3@
&LPPRODQG.LQDVH0D[¶HQGODEHOLQJNLW$PELRQ7KHVHTXHQFHRIWKHES
GXSOH[51$ZLWKD¶HQGEDVHRYHUKDQJLVLGHQWLFDOWRRQHXVHGE\:DQJDQG
FROOHDJXHV:DQJHWDODQGLVDVIROORZVGXSOH[UHJLRQLVXQGHUOLQHG¶
$*&$&&*7$$$*$&*&¶¶
*&*8&888$&**8*&88$$$$&$$$$&$$$$&$$$$&$$$$¶5HDFWLRQ
PL[WXUHVȝ/FRQWDLQLQJP01D+32S+P01D&OP00J&O
P0ȕPHUFDSWRHWKDQRO138ȝ/$QWL51DVH$PELRQDQGQ0
3ODEHOHGGXSOH[51$VXEVWUDWHZHUHLQFXEDWHGIRUPLQXWHVDW&ZLWKQ0RI
WURU0WUDUFKOHVVSURWHLQ5HDFWLRQVZHUHLQLWLDWHGE\DGGLQJ0J&ODQG$73WRILQDO
UHDFWLRQFRQFHQWUDWLRQVRIP0$WGHVLJQDWHGWLPHSRLQWVȝ/DOLTXRWVZHUHUHPRYHG
DQGTXHQFKHGZLWKȝ/RIORDGLQJG\HWKDWFRQWDLQHG6'6P0('7$
EURPRSKHQROEOXHDQGJO\FHURO$OLTXRWVZHUHDSSOLHGWRDQRQGHQDWXULQJ
SRO\DFU\ODPLGHJHOIRUKRXUDW97RYLVXDOL]HWKHUDGLRDFWLYLW\JHOVZHUH
ZUDSSHGLQFHOORSKDQHDQGH[SRVHGWR[UD\ILOP.RGDN)LOPVZHUHGHYHORSHGDQG
WKHQTXDQWLILHGXVLQJ0XOWL*DXJHVRIWZDUH.LQHWLFFDOFXODWLRQVRIKHOLFDVHREVHUYHG
UDWHFRQVWDQWVNREVDQQHDOLQJFRQVWDQWVNDQQXQZLQGLQJFRQVWDQWVNXQZDQG
DPSOLWXGHV$ZHUHSHUIRUPHGXVLQJWKHHTXDWLRQVHPSOR\HGE\:DQJHWDO:DQJHW
DO)UDFWLRQXQZRXQG $H[SNREVāWNREV NXQZNDQQ$ NXQZNXQZ
NDQQDQG.DOHLGD*UDSKVRIWZDUH



 
Yeast complementation assay  
 075ZLOGW\SHRU075DUFKOHVVSODVPLGVFRQWDLQLQJD/(8VHOHFWDEOH
PDUNHUZHUHWUDQVIRUPHGLQWRDQ075GHOHWLRQVWUDLQFRPSOHPHQWHGZLWKD075
ZLOGW\SHFRS\SODVPLGFRQWDLQLQJD85$VHOHFWDEOHPDUNHU7RWHVWZKHWKHUWKHDUFK
ZDVHVVHQWLDOIRUJURZWKWKHUHVXOWLQJWUDQVIRUPDQWVZHUHJURZQLQ6\QWKHWLF&RPSOHWH
/(86&/(8OLTXLGPHGLDRYHUQLJKWDW&7KHOLTXLGFXOWXUHVZHUHWKHQVHULDOO\
GLOXWHGDQGVSRWWHGRQWRSODWHVFRQWDLQLQJ)OXRUR2URWLF$FLG)2$WRFRXQWHU
VHOHFWDJDLQVWWKH85$SODVPLGZLWK075ZLOGW\SHRUFRQWUROSODWHV6&/(8)RU
PRUHGHWDLOVUHJDUGLQJ\HDVWSODVPLGVDQGPHWKRGVVHHVXSSOHPHQWDU\PDWHULDOVDQG
PHWKRGV
 Yeast plasmids±7KHSODVPLGVIRUH[SUHVVLRQRI0WUDUFKOHVVRUZLOGW\SH
0WULQ\HDVWFRQWDLQESRI075SURPRWHUXSVWUHDPRIWKH$8*DQGES
GRZQVWUHDPRI075VHTXHQFHGRZQVWUHDPRIWKHVWRSFRGRQS$YFRQWDLQVZLOG
W\SH075LQVHUWHGLQS56D85$&(1SODVPLG>6LNRUVNLDQG+LHWHU@
3ODVPLGS$YFRQWDLQVZLOGW\SH075LQVHUWHGLQS56D/(8&(1SODVPLG
6LNRUVNLDQG+LHWHUS$YFRQWDLQV075DUFKOHVVLQVHUWHGLQS56
 Yeast methods±3ODVPLGS$YZDVLQWURGXFHGLQWRDKHWHUR]\JRWHGLSORLG
075PWU'.$10;VWUDLQREWDLQHGIURP2SHQ%LRV\VWHPV:HVSRUXODWHGWKH
WUDQVIRUPDQWVDQGREWDLQHGKDSORLGSURJHQ\VSRUHVE\WKHK\GURSKRELFVSRUHLVRODWLRQ
PHWKRGHVVHQWLDOO\DVGHVFULEHG5RFNPLOOHWDO,VRODWHGVSRUHVZHUHJHUPLQDWHG
WRJHQHUDWHWKHGHOHWLRQVWUDLQVFRPSOHPHQWHGZLWKWKH85$SODVPLGS$YUHVXOWLQJ


LQVWUDLQV\$Y0DW$XUD'OHX'KLV'PWU'.$10;>075
85$@DQG\$Y0DWDXUD'OHX'KLV'PHW'PWU'.$10;
>07585$@7KHVHVWUDLQVZHUHWUDQVIRUPHGZLWKHLWKHUZLOGW\SH0WURU0WU
DUFKOHVVSODVPLGVZLWKD/(8VHOHFWDEOHPDUNHUS$YDQGS$YUHVSHFWLYHO\
 7RWHVWZKHWKHUWKHDUFKZDVHVVHQWLDOIRUJURZWKZHJUHZWKHUHVXOWLQJ
WUDQVIRUPDQWVLQ6&/(8PHGLDRYHUQLJKWDW&:HGLOXWHGWKHVHFXOWXUHVLQ6&/(8
PHGLDWRDVWDUWLQJ2'RI:HJUHZWKHFXOWXUHVXQWLOWKH\UHDFKHGDQ2'RI
VHULDOO\GLOXWHGWKHPLQZHOOSODWHVE\DIDFWRURIILYHDQGVSRWWHGWKHPRQWRPHGLD
FRQWDLQLQJ)2$WRFRXQWHUVHOHFWDJDLQVWWKH85$SODVPLGZLWK:7075RU
FRQWUROPHGLD6&/(8:HLQFXEDWHGWKHVHSODWHVDWDYDULHW\RIWHPSHUDWXUHURRP
WHPSWR&6LNRUVNLDQG+LHWHUDQGDWHDFKWHPSHUDWXUHWKHVWUDLQH[SUHVVLQJ
0WUDUFKOHVVJUHZVORZHUWKDQWKHZLOGW\SHFRQWURO&RORQLHVWKDWJUHZRQ)2$ZHUH
LVRODWHGDQGVWUHDNHGRQDQRWKHU)2$SODWH7KHUHVXOWLQJVWUDLQVZHUHXVHGIRU
:HVWHUQDQG1RUWKHUQEORWDQDO\VLV

Western blot analysis  
 075ZLOGW\SHDQG075DUFKOHVVVWUDLQWKDWJUHZRQ)2$ZHUHJURZQLQ
<3'WRWDOSURWHLQZDVLVRODWHGDQGDQDO\]HGXVLQJDQWLERGLHVDJDLQVW0WUDWD
GLOXWLRQ:HVWHUQEORWVZHUHVWULSSHGDQGUHSUREHGZLWKDQWLERGLHVDJDLQVW3*.
0ROHFXODU3UREHVWRFRQWUROIRUHTXDOORDGLQJ
 
 
 


Northern blot analysis  
 075ZLOGW\SHDQG075DUFKOHVVVWUDLQZHUHJURZQLQ<3'WRWDO51$ZDV
LVRODWHGUHVROYHGRQSRO\DFU\ODPLGHJHOVDQGSUREHGZLWK¶3ODEHOHG
ROLJRQXFOHRWLGHVIRU6SURFHVVLQJGHIHFWV¶777&*&7*&*77&77&$7&¶¶(76
GHJUDGDWLRQGHIHFWV¶&*$$&*$&$$*&&7$&7&*¶DQGIRUWKH51$VXEXQLWRI
WKHVLJQDOUHFRJQLWLRQSDUWLFOH¶*7&7$*&&*&*$**$$**¶
 
Crystallization  
 &U\VWDOOL]DWLRQZDVSHUIRUPHGXVLQJVWDQGDUGYDSRUGLIIXVLRQPHWKRGV&U\VWDOV
ZHUHJURZQDW&LQ0DPPRQLXPSKRVSKDWHGLEDVLFDQG07ULVEDVHS+DW
DSURWHLQZHOOGURSUDWLRXVLQJPJPOKLVWDJJHG0WUSURWHLQ$OWKRXJK7(9
FOHDYHGSURWHLQLVDPHQDEOHWRFU\VWDOOL]DWLRQLQWKHVDPHFRQGLWLRQVWKHUHZDVQR
LPSURYHPHQWLQWKHGLIIUDFWLRQRIWKHFU\VWDOV,QRUGHUWRSURYLGHSKDVLQJGDWDIRU
VWUXFWXUHVROXWLRQVHOHQRPHWKLRQLQHVXEVWLWXWHG6HPHW0WUZDVH[SUHVVHGLQE. coli
XVLQJDPRGLILHGDXWRLQGXFWLRQSURWRFRO6WXGLHU6HPHWSXULILFDWLRQDQG
FU\VWDOOL]DWLRQZDVWKHVDPHDVGHVFULEHGIRUWKHQDWLYHSURWHLQ
 
Data Collection and Structure Determination  
 &U\VWDOORJUDSKLFGDWDZHUHFROOHFWHGWRcQDWLYHDQGc6HPHWRQ
EHDPOLQH;DWWKH1DWLRQDO6\QFKURWURQ/LJKW6RXUFH16/67DEOH'DWDZHUH
SURFHVVHGXVLQJ+./2WZLQRZVNLDQG0LQRU7KH0WUFU\VWDOVEHORQJWR
VSDFHJURXS3D cE cF c      DQG
FRQWDLQRQHPROHFXOHLQWKHDV\PPHWULFXQLW0DWWKHZVFRHIILFLHQW VROYHQW


3KDVHVZHUHGHWHUPLQHGE\WKHVLQJOHZDYHOHQJWKDQRPDORXVGLVSHUVLRQPHWKRGXVLQJ
6HPHWVXEVWLWXWHG0WU7KHSURJUDPV62/9(7HUZLOOLJHUDQG%HUHQG]HQDQG
5(62/9(7HUZLOOLJHUDVLPSOHPHQWHGLQWKH3+(1,;VRIWZDUHSDFNDJH
$GDPVHWDOZHUHXVHGWRLGHQWLI\VHOHQLXPSRVLWLRQVRXWRISRWHQWLDO
VLWHVZHUHLGHQWLILHGDQGWRFDOFXODWHPDSVWRc7KHPDSVZHUHVXEVHTXHQWO\
H[WHQGHGWRcXVLQJWKHQDWLYHGDWD
 
Modeling and refinement 
 7KHUHVXOWLQJHOHFWURQGHQVLW\PDSVZHUHRIVXIILFLHQWTXDOLW\WRPDQXDOO\EXLOG
DQLQLWLDOEDFNERQHWUDFHXVLQJ&RRW(PVOH\DQG&RZWDQ7KH+HO'1$
KHOLFDVHVWUXFWXUHV3'%YDDQGSU%XWWQHUHWDO5LFKDUGVHWDOZHUH
XVHGWRFODULI\DPELJXRXVFRQQHFWLYLW\EHWZHHQVHFRQGDU\VWUXFWXUHVDQGWRLPSURYHWKH
PRGHOLQGRPDLQVDQG7KH5REHWWDVWUXFWXUHSUHGLFWLRQVHUYHU.LPHWDO
ZDVXVHGWRLGHQWLI\KRPRORJ\EHWZHHQWKHILVWRIWKHDUFKGRPDLQDQGWKHDUFKDHDO/H
SURWHLQIURPS. solfataricusMR\7KH/HVWUXFWXUHSURYLGHGFULWLFDOJXLGDQFHIRU
WUDFLQJWKHPDSLQWKLVUHJLRQ6HFRQGDU\VWUXFWXUHSUHGLFWLRQVREWDLQHGIURP36,35('
-RQHVSURYLGHGXVHIXOJXLGDQFHIRUPRGHOLQJVHFRQGDU\VWUXFWXUH0HWKLRQLQH
UHVLGXHVFRQVWLWXWHaRIWKHSURWHLQDQGDUHTXLWHHYHQO\GLVWULEXWHGWKURXJKRXWWKH
VHTXHQFH&RQVHTXHQWO\PHWKLRQLQHSRVLWLRQVLGHQWLILHGIURPWKH6HPHWGDWDSURYLGHG
FULWLFDOSODFHPDUNHUVWRDVVLJQVHTXHQFHWRRIWKHILQDOVWUXFWXUH
 3+(1,;$GDPVHWDOZDVXVHGWRSHUIRUPLQGLYLGXDOEIDFWRUSRVLWLRQDO
DQG7/6UHILQHPHQW%HFDXVHRIWKHORZUHVROXWLRQRIWKHGDWDH[WHQVLYHVHFRQGDU\
VWUXFWXUHUHVWUDLQWVZHUHHPSOR\HGWRPDLQWDLQSURSHUJHRPHWU\GXULQJUHILQHPHQW7KH


ILQDOPRGHOLVDPL[HG KHOLFDODQG VKHHWVWUXFWXUHFRQWDLQLQJRXW
RIWRWDOUHVLGXHVDQGIRXUSKRVSKDWHV*DSVLQWKHFXUUHQWPRGHOLQFOXGHUHVLGXHV
RIWKHQDWLYHVHTXHQFHDWWKH1WHUPLQXVDQGORRSVRIYDU\LQJOHQJWKWKURXJKRXWWKH
UHVWRIWKHVHTXHQFH)LJXUH&RPSOHWHVLGHFKDLQVZHUHPRGHOHGZKHQVXSSRUWHGE\
WKHHOHFWURQGHQVLW\$OORWKHUUHVLGXHVZHUHPRGHOHGDVDODQLQHRUVHULQHDVGHHPHG
DSSURSULDWH7KHVWUXFWXUHZDVUHILQHGWRDILQDO5ZRUN5IUHHRI
5DPDFKDQGUDQVWDWLVWLFVFDOFXODWHGXVLQJ0RO3URELW\'DYLVHWDOLQGLFDWH
RIWKHUHVLGXHVDUHLQWKHIDYRUHGUHJLRQZLWKRXWOLHUV)LJXUHVZHUHJHQHUDWHGZLWK
3\02/'H/DQR
 
Sequence alignment and conservation analysis 
 6HTXHQFHDOLJQPHQWVDQGFRQVHUYDWLRQVFRUHVZHUHFDOFXODWHGZLWK&RQ6XUI
/DQGDXHWDO8VLQJWKHDUFKVHTXHQFHIURPS. cerevisiae0WUDVDTXHU\
XQLTXH0WUVHTXHQFHVZHUHLGHQWLILHGIRUDQDO\VLV$VLPLODUVHDUFKZLWKWKHSXWDWLYH
DUFKVHTXHQFHIURPS. cerevisiae6NLUHWULHYHGXQLTXHVHTXHQFHV
 
Accession codes 
 3URWHLQ'DWD%DQN7KHDWRPLFFRRUGLQDWHVDQGVWUXFWXUHIDFWRUVIRU0WUKDYH
EHHQGHSRVLWHGZLWKDFFHVVLRQFRGH/2

References 

$GDPV3'*URVVH.XQVWOHYH5:+XQJ/:,RHUJHU750F&R\$-
0RULDUW\1:5HDG5-6DFFKHWWLQL-&6DXWHU1.DQG7HUZLOOLJHU7&
3+(1,;EXLOGLQJQHZVRIWZDUHIRUDXWRPDWHGFU\VWDOORJUDSKLFVWUXFWXUH
GHWHUPLQDWLRQActa Crystallogr D Biol Crystallogr58


$OOPDQJ&.XIHO-&KDQIUHDX*0LWFKHOO33HWIDOVNL(DQG7ROOHUYH\'
D)XQFWLRQVRIWKHH[RVRPHLQU51$VQR51$DQGVQ51$V\QWKHVLV
Embo J18
$OOPDQJ&3HWIDOVNL(3RGWHOHMQLNRY$0DQQ07ROOHUYH\'DQG0LWFKHOO3
E7KH\HDVWH[RVRPHDQGKXPDQ306FODUHUHODWHGFRPSOH[HVRI
!

H[RQXFOHDVHVGenes Dev13
$OWVFKXO6)*LVK:0LOOHU:0\HUV(:DQG/LSPDQ'-%DVLFORFDO
DOLJQPHQWVHDUFKWRROJ Mol Biol215
$QGHUVRQ-7DQG:DQJ;1XFOHDU51$VXUYHLOODQFHQRVLJQRIVXEVWUDWHV
WDLOLQJRIICrit Rev Biochem Mol Biol44
%HUQVWHLQ-3DWWHUVRQ'1:LOVRQ*0DQG7RWK($&KDUDFWHUL]DWLRQRI
WKHHVVHQWLDODFWLYLWLHVRISaccharomyces cerevisiae 0WUS$
!
KHOLFDVH
SDUWQHURIWKHQXFOHDUH[RVRPHJ. Biol. Chem.283
%RQQHDX)%DVTXLQ-(EHUW-/RUHQW]HQ(DQG&RQWL(7KH\HDVWH[RVRPH
IXQFWLRQVDVDPDFURPROHFXODUFDJHWRFKDQQHO51$VXEVWUDWHVIRUGHJUDGDWLRQ
Cell139
%ULJJV0:%XUNDUG.7DQG%XWOHU-65USSWKH\HDVWKRPRORJXHRIWKH
KXPDQ306FON'DDXWRDQWLJHQLVHVVHQWLDOIRUHIILFLHQW6U51$
HQG
IRUPDWLRQJ Biol Chem273
%UXVHUXG2,QWURGXFWLRQ51$DQGWKHWUHDWPHQWRIFDQFHUCurr. Pharm. 
Biotechnol.8
%XKOHU0+DDV:*\JL63DQG0RD]HG'51$LGHSHQGHQWDQG
LQGHSHQGHQW51$WXUQRYHUPHFKDQLVPVFRQWULEXWHWRKHWHURFKURPDWLFJHQH
VLOHQFLQJCell129
%XWWQHU.1HKULQJ6DQG+RSIQHU.36WUXFWXUDOEDVLVIRU'1$GXSOH[
VHSDUDWLRQE\DVXSHUIDPLO\KHOLFDVHNat Struct Mol Biol14
&DOODKDQ.3DQG%XWOHU-6(YLGHQFHIRUFRUHH[RVRPHLQGHSHQGHQWIXQFWLRQ
RIWKHQXFOHDUH[RULERQXFOHDVH5USSNucleic Acids Res36
&DOODKDQ.3DQG%XWOHU-67KH75$03FRPSOH[HQKDQFHV51$GHJUDGDWLRQ
E\WKHQXFOHDUH[RVRPHFRPSRQHQW5USJ Biol Chem
&KHQ&<*KHU]L52QJ6(&KDQ(/5DLMPDNHUV53UXLMQ*-6WRHFNOLQ*
0RURQL&0DQQ0DQG.DULQ0$8ELQGLQJSURWHLQVUHFUXLWWKH
H[RVRPHWRGHJUDGH$5(FRQWDLQLQJP51$VCell107


&RUGLQ2%DQURTXHV-7DQQHU1.DQG/LQGHU37KH'($'ER[SURWHLQ
IDPLO\RI51$KHOLFDVHVGene367
'DYLV,:/HDYHU)D\$&KHQ9%%ORFN-1.DSUDO*-:DQJ;0XUUD\
/:$UHQGDOO:%UG6QRH\LQN-5LFKDUGVRQ-6DQG5LFKDUGVRQ'&
0RO3URELW\DOODWRPFRQWDFWVDQGVWUXFWXUHYDOLGDWLRQIRUSURWHLQVDQG
QXFOHLFDFLGVNucleic Acids Res35:
GHOD&UX]-.UHVVOHU'DQG/LQGHU38QZLQGLQJ51$LQSaccharomyces 
cerevisiae'($'ER[SURWHLQVDQGUHODWHGIDPLOLHVTrends Biochem Sci24

GHOD&UX]-.UHVVOHU'7ROOHUYH\'DQG/LQGHU3'RES0WUSLVD
SXWDWLYH$73GHSHQGHQW51$KHOLFDVHUHTXLUHGIRUWKH
HQGIRUPDWLRQRI6
U51$LQSaccharomyces cerevisiaeEmbo J17
'H/DQR:/7KH3\02/0ROHFXODU*UDSKLFV6\VWHP'H/DQR6FLHQWLILF3DOR
$OWR&$86$
']LHPERZVNL$/RUHQW]HQ(&RQWL(DQG6HUDSKLQ%$VLQJOHVXEXQLW
'LVLVHVVHQWLDOO\UHVSRQVLEOHIRU\HDVWH[RVRPHFRUHDFWLYLW\Nat Struct Mol 
Biol14
(PVOH\3DQG&RZWDQ.&RRWPRGHOEXLOGLQJWRROVIRUPROHFXODUJUDSKLFV
Acta Crystallogr D Biol Crystallogr60
*DMLZDOD.6DQG%XUOH\6.:LQJHGKHOL[SURWHLQVCurr Opin Struct Biol10

+H<$QGHUVHQ*5DQG1LHOVHQ.+6WUXFWXUDOEDVLVIRUWKHIXQFWLRQRI
'($+KHOLFDVHVEMBO Rep11
+ROP/.DDULDLQHQ65RVHQVWURP3DQG6FKHQNHO$6HDUFKLQJSURWHLQ
VWUXFWXUHGDWDEDVHVZLWK'DOL/LWHYBioinformatics24
+RXVHOH\-.RWRYLF.(O+DJH$DQG7ROOHUYH\'7UIWDUJHWVQF51$V
IURPWHORPHULFDQGU'1$VSDFHUUHJLRQVDQGIXQFWLRQVLQU'1$FRS\QXPEHU
FRQWUROEmbo J26
+RXVHOH\-5XEEL/*UXQVWHLQ07ROOHUYH\'DQG9RJHODXHU0$
QF51$PRGXODWHVKLVWRQHPRGLILFDWLRQDQGP51$LQGXFWLRQLQWKH\HDVW*$/
JHQHFOXVWHUMol Cell32
+RXVHOH\-DQG7ROOHUYH\'7KHPDQ\SDWKZD\VRI51$GHJUDGDWLRQCell
136


-DQNRZVN\(DQG)DLUPDQ0(51$KHOLFDVHVRQHIROGIRUPDQ\IXQFWLRQV
Curr Opin Struct Biol17
-HQVHQ7+DQG0RRUH&5HYLYLQJWKHH[RVRPHCell121
-RQHV'73URWHLQVHFRQGDU\VWUXFWXUHSUHGLFWLRQEDVHGRQSRVLWLRQVSHFLILF
VFRULQJPDWULFHVJ Mol Biol292
.LP'(&KLYLDQ'DQG%DNHU'3URWHLQVWUXFWXUHSUHGLFWLRQDQGDQDO\VLV
XVLQJWKH5REHWWDVHUYHUNucleic Acids Res32:
.OHLQ'-6FKPHLQJ700RRUH3%DQG6WHLW]7$7KHNLQNWXUQDQHZ
51$VHFRQGDU\VWUXFWXUHPRWLIEmbo J20
.ULVVLQHO(DQG+HQULFN.6HFRQGDU\VWUXFWXUHPDWFKLQJ660DQHZWRROIRU
IDVWSURWHLQVWUXFWXUHDOLJQPHQWLQWKUHHGLPHQVLRQVActa Crystallogr D Biol 
Crystallogr60
/DFDYD-+RXVHOH\-6DYHDQX&3HWIDOVNL(7KRPSVRQ(-DFTXLHU$DQG
7ROOHUYH\'51$GHJUDGDWLRQE\WKHH[RVRPHLVSURPRWHGE\DQXFOHDU
SRO\DGHQ\ODWLRQFRPSOH[Cell121
/DQGDX00D\URVH,5RVHQEHUJ<*ODVHU)0DUW](3XSNR7DQG%HQ7DO1
&RQ6XUIWKHSURMHFWLRQRIHYROXWLRQDU\FRQVHUYDWLRQVFRUHVRI
UHVLGXHVRQSURWHLQVWUXFWXUHVNucleic Acids Res33:
/HEUHWRQ$DQG6HUDSKLQ%([RVRPHPHGLDWHGTXDOLW\FRQWUROVXEVWUDWH
UHFUXLWPHQWDQGPROHFXODUDFWLYLW\Biochim Biophys Acta1779
/HEUHWRQ$7RPHFNL5']LHPERZVNL$DQG6HUDSKLQ%(QGRQXFOHRO\WLF
51$FOHDYDJHE\DHXNDU\RWLFH[RVRPHNature456
/LDQJ6+LWRPL0+X<+/LX<DQG7DUWDNRII$0$'($'ER[
IDPLO\SURWHLQLVUHTXLUHGIRUQXFOHRF\WRSODVPLFWUDQVSRUWRI\HDVWP51$Mol 
Cell Biol16
/LX4*UHLPDQQ-&DQG/LPD&'5HFRQVWLWXWLRQDFWLYLWLHVDQGVWUXFWXUHRI
WKHHXNDU\RWLF51$H[RVRPHCell127
/RUHQW]HQ(DQG&RQWL(7KHH[RVRPHDQGWKHSURWHDVRPHQDQRFRPSDUWPHQWV
IRUGHJUDGDWLRQCell125
/\NNH$QGHUVHQ6%URGHUVHQ'(DQG-HQVHQ7+2ULJLQVDQGDFWLYLWLHVRI
WKHHXNDU\RWLFH[RVRPHJ Cell Sci122


0LOOLJDQ/7RUFKHW&$OOPDQJ&6KLSPDQ7DQG7ROOHUYH\'$QXFOHDU
VXUYHLOODQFHSDWKZD\IRUP51$VZLWKGHIHFWLYHSRO\DGHQ\ODWLRQMol Cell Biol
25
1HOVRQ37DQG.HOOHU-151$LQEUDLQGLVHDVHQRORQJHUMXVWWKHPHVVHQJHU
LQWKHPLGGOHJ. Neuropathol. Exp. Neurol.66
2WZLQRZVNL=DQG0LQRU:3URFHVVLQJRI;UD\'LIIUDFWLRQ'DWD&ROOHFWHGLQ
2VFLOODWLRQ0RGH,Q&DUWHU-&:DQG6ZHHW50HGVMethods in 
Enzymology$FDGHPLF3UHVV1HZ<RUN9RO0DFURPROHFXODU
&U\VWDOORJUDSK\SDUW$SS
2\DPD72ND+0D\DQDJL.6KLUDL70DWRED.)XMLNDQH5,VKLQR<DQG
0RULNDZD.$WRPLFVWUXFWXUHVDQGIXQFWLRQDOLPSOLFDWLRQVRIWKH
DUFKDHDO5HF4OLNHKHOLFDVH+MPBMC Struct Biol9
3HQD9-RYLQ60)DEUL]LR32UORZVNL-%XMQLFNL-0/XKUPDQQ5DQG:DKO
0&&RPPRQGHVLJQSULQFLSOHVLQWKHVSOLFHRVRPDO51$KHOLFDVH%UU
DQGLQWKH+HO'1$KHOLFDVHMol Cell35
3\OH$07UDQVORFDWLRQDQGXQZLQGLQJPHFKDQLVPVRI51$DQG'1$
KHOLFDVHVAnnu Rev Biophys37
5HLV&&DQG&DPSEHOO-/&RQWULEXWLRQRI7UIDQGWKHQXFOHDUH[RVRPHWR
JHQRPHVWDELOLW\WKURXJKUHJXODWLRQRIKLVWRQHP51$OHYHOVLQSaccharomyces 
cerevisiaeGenetics175
5LFKDUGV-'-RKQVRQ.$/LX+0F5REELH$00F0DKRQ62NH0&DUWHU
/1DLVPLWK-+DQG:KLWH0)6WUXFWXUHRIWKH'1$UHSDLUKHOLFDVH
KHOUHYHDOV'1$ELQGLQJDQGDXWRLQKLELWRU\GRPDLQVJ Biol Chem283

5RFNPLOO%/DPELH(-DQG5RHGHU*66SRUHHQULFKPHQWMethods Enzymol
194
6DQ3DROR69DQDFRYD66FKHQN/6FKHUUHU7%ODQN'.HOOHU:DQG*HUEHU
$3'LVWLQFWUROHVRIQRQFDQRQLFDOSRO\$SRO\PHUDVHVLQ51$
PHWDEROLVPPLoS Genet5H
6FKDHIIHU'7VDQRYD%%DUEDV$5HLV)3'DVWLGDU(*6DQFKH]5RWXQQR0
$UUDLDQR&0DQGYDQ+RRI$7KHH[RVRPHFRQWDLQVGRPDLQVZLWK
VSHFLILFHQGRULERQXFOHDVHH[RULERQXFOHDVHDQGF\WRSODVPLFP51$GHFD\
DFWLYLWLHVNat Struct Mol Biol16


6FKQHLGHU&/HXQJ(%URZQ-DQG7ROOHUYH\'7KH1WHUPLQDO3,1GRPDLQ
RIWKHH[RVRPHVXEXQLW5USKDUERUVHQGRQXFOHDVHDFWLYLW\DQGWHWKHUV5USWR
WKH\HDVWFRUHH[RVRPHNucleic Acids Res37
6LNRUVNL56DQG+LHWHU3$V\VWHPRIVKXWWOHYHFWRUVDQG\HDVWKRVWVWUDLQV
GHVLJQHGIRUHIILFLHQWPDQLSXODWLRQRI'1$LQSaccharomyces cerevisiae
Genetics122
6LQJOHWRQ05'LOOLQJKDP06DQG:LJOH\'%6WUXFWXUHDQGPHFKDQLVPRI
KHOLFDVHVDQGQXFOHLFDFLGWUDQVORFDVHVAnnu Rev Biochem76
6WDXE()L]LHY35RVHQWKDO$DQG+LQ]PDQQ%,QVLJKWVLQWRWKHHYROXWLRQ
RIWKHQXFOHROXVE\DQDQDO\VLVRILWVSURWHLQGRPDLQUHSHUWRLUHBioessays26

6WXGLHU):3URWHLQSURGXFWLRQE\DXWRLQGXFWLRQLQKLJKGHQVLW\VKDNLQJ
FXOWXUHVProtein Expr Purif41
7HUZLOOLJHU7&0D[LPXPOLNHOLKRRGGHQVLW\PRGLILFDWLRQActa Crystallogr D 
Biol Crystallogr56
7HUZLOOLJHU7&DQG%HUHQG]HQ-$XWRPDWHG0$'DQG0,5VWUXFWXUHVROXWLRQ
Acta Crystallogr D Biol Crystallogr55
YDQ+RRI$/HQQHUW]3DQG3DUNHU5<HDVWH[RVRPHPXWDQWVDFFXPXODWH

H[WHQGHGSRO\DGHQ\ODWHGIRUPVRI8VPDOOQXFOHDU51$DQGVPDOOQXFOHRODU
51$VMol Cell Biol20
YDQ+RRI$DQG3DUNHU57KHH[RVRPHDSURWHDVRPHIRU51$"Cell99

9DQDFRYD6:ROI-0DUWLQ*%ODQN''HWWZLOHU6)ULHGOHLQ$/DQJHQ+
.HLWK*DQG.HOOHU:$QHZ\HDVWSRO\DSRO\PHUDVHFRPSOH[
LQYROYHGLQ51$TXDOLW\FRQWUROPLoS Biol3H
:DQJ;-LD+-DQNRZVN\(DQG$QGHUVRQ-7'HJUDGDWLRQRI
K\SRPRGLILHGW51$L0HWLQYLYRLQYROYHV51$GHSHQGHQW$73DVHDFWLYLW\RI
WKH'([+KHOLFDVH0WUSRna14
:\HUV)5RXJHPDLOOH0%DGLV*5RXVVHOOH-&'XIRXU0(%RXOD\-
5HJQDXOW%'HYDX[)1DPDQH$6HUDSKLQ%/LEUL'DQG-DFTXLHU$
&U\SWLF3RO,,7UDQVFULSWV$UH'HJUDGHGE\D1XFOHDU4XDOLW\&RQWURO
3DWKZD\,QYROYLQJD1HZ3RO\$3RO\PHUDVHCell121


=KDQJ/;X70DHGHU&%XG/26KDQNV-1L[-*XWKULH&3OHLVV-$DQG
=KDR56WUXFWXUDOHYLGHQFHIRUFRQVHFXWLYH+HOOLNHPRGXOHVLQWKH
VSOLFHRVRPDO$73DVH%UUNat Struct Mol Biol16
=KDQJ;1DNDVKLPD7.DNXWD<<DR07DQDND,DQG.LPXUD0
&U\VWDOVWUXFWXUHRIDQDUFKDHDO6NLSOLNHSURWHLQIURPPyrococcus horikoshii 
OT3Protein Sci17



98 
 
CHAPTER 4 
CONSERVED FEATURES IN THE MTR4 RATCHET HELIX  
REGULATE RNA HELICASE ACTIVITY 
Abstract 
 Mtr4 is a conserved superfamily-2 RNA helicase that activates the turnover, 
surveillance and processing of nuclear RNAs.  Mtr4 is the largest member of the Trf4-
Air2-Mtr4 polyadenylation (TRAMP) complex which targets and delivers RNA 
substrates to the nuclear exosome for 3’-5’ decay.  Recent studies have shown that the 
polyadenylation activity of Trf4 and RNA unwinding activity of Mtr4 within the TRAMP 
complex is modulated by a sensing mechanism in Mtr4 that detects both length and 
identity of poly(A) tails. However, it is unclear what structural features of Mtr4 
contribute to this sensing function.  Analysis of the sequence and recent x-ray crystal 
structures of Mtr4 reveals significant conservation of ratchet helix residues positioned 
along the RNA binding path.  Although similar conservation patterns are observed 
throughout Ski2-like and DEAH-box helicases, the identity of conserved ratchet helix 
residues is helicase specific.  While it has been proposed that the ratchet helix is 
important for unwinding activity, the role of individual residues along the helix in this 
process has not been investigated.  Here we demonstrate that the residue at the 4th turn of 
the helix (E1033), influences RNA unwinding, RNA functional affinity, and ATPase 
activities.  Finally, when mutated ratchet helix positions confer slow growth phenotypes 
to Saccharomyces cerevisiae.  Our findings demonstrate that E1033 is important for 
helicase activity in vitro, and R1030 and E1033 is important for in vivo Mtr4 function.  
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The conservation observed in other helicases suggests that members of the Ski2-like and 
DEAH-box helicase families may utilize ratchet helix residue identity as a general 
mechanism for regulation of substrate specificity and unwinding rate.  
 
Introduction 
 To maintain correct gene expression in the cell, the integrity of RNA must be 
tightly regulated through RNA processing, turnover and surveillance pathways (Bernstein 
and Toth, 2012; Ibrahim et al., 2008; Lebreton and Seraphin, 2008).  Several disease 
states are linked to defects in these RNA quality control mechanisms, including 
neurodegenerative diseases, congenital diseases and cancer (Astuti et al., 2012; Bruserud, 
2007; Fabre et al., 2012; Nelson and Keller, 2007; Staals and Pruijn, 2011).  The 
eukaryotic exosome, which contains both endonuclease and 3’-5’ exonuclease activities, 
plays a critical role in a wide variety of RNA processing and degradation pathways 
(Allmang et al., 1999; Lykke-Andersen et al., 2011; Mitchell et al., 1997; Wolin et al., 
2012). Regulation of this activity involves multiple protein co-factors including the 
nuclear Trf4-Air2-Mtr4 polyadenylation (TRAMP) complex (LaCava et al., 2005; 
Vanacova et al., 2005; Wyers et al., 2005). TRAMP facilitates the 3’-end processing of 
rRNAs, snoRNAs, and snRNAs as well as the degradation of cryptic unstable transcripts 
(CUTs), aberrant RNAs, antisense RNAs, intronic RNAs, several mRNAs and incorrectly 
processed RNAs reviewed in (Anderson and Wang, 2009; Bayne et al., 2007; Houseley 
and Tollervey, 2009; Vanacova and Stefl, 2007; Wolin et al., 2012).  TRAMP is also 
involved in transcriptional regulation, chromatin maintenance and DNA repair (Bayne et 
al., 2007).   
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 TRAMP is composed of a poly(A) polymerase (Trf4 or Trf5) a zinc knuckle RNA 
binding protein (Air2 or Air1) and a Ski2-like RNA helicase (Mtr4) that are conserved 
throughout eukaryotes (LaCava et al., 2005; Vanacova et al., 2005; Wyers et al., 2005). 
Reminiscent of RNA degradation pathways observed in prokaryotes and organelles (Lin-
Chao et al., 2007; Lykke-Andersen et al., 2009), TRAMP promotes 3’-5’ exosomal 
degradation by adding a short 4-5 nt poly(A) tail to the 3’ end of RNA (Jia et al., 2011; 
Wlotzka et al., 2011).  Depletion or mutation of Mtr4 causes a buildup of polyadenylated 
TRAMP substrates, demonstrating that Mtr4 is the fundamental link between TRAMP 
and exosome degradation (Liang et al., 1996; van Hoof et al., 2000). The helicase activity 
of Mtr4 is proposed to resolve secondary structures and remove proteins associated with 
the RNA, thus facilitating delivery of single stranded RNA to the exosome (Anderson 
and Wang, 2009; Houseley and Tollervey, 2009; Lykke-Andersen et al., 2009). 
 Mtr4 binds poly(A) RNA with higher affinity and with a mechanism distinct from 
that employed to bind random sequences (Bernstein et al., 2008; Bernstein et al., 2010).  
Mtr4-substrate interactions are dynamic and are dependent on substrate length and the 
presence of nucleotide.  The ability of Mtr4 to distinguish poly(A) from non-(A) 
substrates in the absence of nucleotide is enhanced 10-fold as the length of the RNA 
strand decreases to 5 nucleotides, the minimal Mtr4 binding site (Bernstein et al., 2010).  
Notably, two studies in vitro by Jia et al demonstrate that not only does Mtr4 show an 
unwinding preference to substrates with poly(A) tail overhangs one binding site (5-6nt) 
long (Jia et al., 2012),  the polyadenylation activity of TRAMP is restricted by Mtr4 to 
maintain this optimal tail length in targeted RNAs (Jia et al., 2011). Furthermore, a UV 
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crosslinking study in yeast recently determined that Trf4 substrates contain an average 
poly(A) tail length of ~5 nt, supporting the conclusion that poly(A) tail length is 
regulated in vivo.   Mtr4 contains a fine tuned mechanism that senses the number and 
identity of 3’ end poly(A) tracts through a distinct binding mode which modulates the 
polymerase and unwinding activities of TRAMP.  However, it is unclear how Mtr4 
senses the length and identity of the sequence, and how this sensing is coupled to 
unwinding. 
 Recent crystal structures of Mtr4, including apo and RNA-bound forms, and 
several related Ski2-like and DEAH-box helicase structures provide insight into the 
general features employed by these helicase families to bind and translocate along nucleic 
acid substrates (Buttner et al., 2007; Halbach et al., 2012; He et al., 2011; Jackson et al., 
2010; Oyama et al., 2009; Richards et al., 2008; Walbott et al., 2010; Weir et al., 2010; 
Zhang et al., 2008). Although each helicase exhibits unique features and accessory 
domains, they all contain a common core structure composed of two RecA domains 
(Mtr4 domains 1 and 2), a winged helix domain (domain 3) and a 7-8 helix bundle 
domain (domain 4) (Woodman and Bolt, 2011).  In the case of the Ski2-like RNA 
helicase Brr2, two helicase cores are connected in tandem, with the first core being more 
relevant to in vitro and in vivo function (Pena et al., 2009; Zhang et al., 2009). The RecA 
domains contain conserved sequence motifs that bind nucleic acid, and bind and 
hydrolyze ATP (Singleton et al., 2007). The Hel308 DNA helicase structure bound to 
duplex DNA indicates that a beta-hairpin within the second RecA domain facilitates 
strand splitting as the nucleic acid enters the helicase core (Buttner et al., 2007). The 3’ 
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single stranded nucleic acid then traverses the RecA domains and interacts with domain 4 
before exiting the helicase at the base. Multiple interactions are observed with domain 4, 
particularly along the “ratchet helix” where nucleotides stack with W599 and R592 in a 
manner that is thought to facilitate DNA translocation (Buttner et al., 2007). Not 
surprisingly, deletion of domain 4 abolishes helicase activity in Hel308 (Buttner et al., 
2007), and the analogous mutation in Mtr4 is inviable in vivo (Holub et al., 2012). Also, 
point mutations in domain 4 of Mtr4 and other Ski2-like helicases have conferred slow 
growth phenotypes and loss of in vitro activity (Liang et al., 1996; Pena et al., 2009; 
Small et al., 2006; Zhang et al., 2009).  However, although domain 4 appears to play an 
important role in helicase activity, a mechanistic description of domain 4 function is 
lacking, particularly for Ski2-like RNA helicases.  
 In an effort to better characterize the Mtr4 RNA binding path, we have 
investigated amino acid residues along the ratchet helix of domain 4. Sequence and 
structural analysis reveals discrete conservation patterns in Mtr4, Ski2-like and DEAH-
box helicases. Mutagenesis studies demonstrate that E1033 plays an important role in 
sequence recognition and helicase activity. In vivo analysis further underscores the 
importance of ratchet helix residues for cellular function. These data suggest that residues 
along the ratchet helix provide a mechanism for regulating helicase activity and 
modulating sequence specificity.  
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Results 
 
Structural analysis of the Mtr4 RNA binding path reveals modes of RNA substrate 
binding distinct from that observed in Hel308 
 
 In the RNA-bound structure of Mtr4, two molecules are observed in the 
asymmetric unit (Weir et al., 2010). In both molecules, a 5nt pol(A) RNA interacts with 
the canonical helicase motifs of the RecA domains 1 and 2 through multiple phosphate 
backbone interactions, similar to that observed in Hel308 (Figure 4-1A and 4-1B) 
(Buttner et al., 2007). Domain 4 is positioned on the opposite side of the RNA and 
interacts directly with the nucleotide bases. The primary base interactions are with E947, 
located on the end of a loop, and R1026, R1030 and E1033, which occupy one face of the 
ratchet helix. Notably, each of these base interactions are mediated through hydrogen 
bonds, whereas the analogous interactions in Hel308 generally involve base stacking 
(Figure 4-1A and 4-1B). The direct protein-nucleotide base interactions observed in the 
Mtr4 crystal structure suggest that the function of the ratchet helix may not be restricted 
to RNA translocation (by analogy to Hel308), but may also involve RNA sequence 
recognition.   
Ratchet helix residues are conserved in  
Ski2-like/DExH-box helicases  
 We next examined the conservation of the residues along the ratchet helix for the 
Ski2-like Mtr4, Ski2, Brr2, Hel308 helicases and the DEAH-box Prp22 and Prp43 
helicases (Pena et al., 2009; Walbott et al., 2010; Zhang et al., 2009; Zhang et al., 2008). 
Clustal W  was used to align a diverse set of eukaryotic sequences for each helicase 
 
 
 
 
 
 
 
 
 
 
 
Figure 4-1. Conserved ratchet helix residues interact with nucleic acid. (A) The DNA-
bound Hel308 structure (PDB 2P6R) colored by domains.  Inset image highlights the pi 
stacking interactions of ratchet helix residuesW499 and R592 shown as sticks with bases 
of ssDNA.  (B) The RNA-bound Mtr4 structure (PDB 2XGJ) molecule A is colored by 
domains.  Inset helix-bundle domain (domain 4) residues that interact with poly-A RNA 
are shown as sticks, molecule B aligned residues and RNA bases are colored cyan and 
light blue respectively.  (C) Alignment and conservation scores (calculated using 
Consurf) of Archeal Hel308 and Eukaryotic Mtr4 ratchet helix sequences. Conservation 
is colored strictly conserved as orange, to variable as white. Extensive conservation at 
helical turn 4 is highlighted with an arrow. Alignment of Hel308 includes the sequence 
crystal structure homologs and 7 other archeal sequences ( A.ful, Archaeoglobus 
fulgidus; S.sul, Sulfolobus solfataricus; P.fur, Pyrococcus furiosus; P.hor, 
Pyrococcushorikoshi; A.ven, Archaeoglobus fulgidus; F. pla, Ferroglobus placidus; 
M.the, Methanosaeta thermophila S.hel, Staphylothermus hellenicus; T.vol, 
Thermoplasma volcanium P.aci, Candidatus Parvarchaeum acidophilus; M.kan, 
Methanopyrus kandleri )  Alignment of Mtr4 includes 10 model eukaryotic species(S.cer, 
Saccharomyces cerevisiae; S.pom, Schizosaccharomyces pombe; N.cra, Neurospora 
crassa; H.sap, Homo sapiens; M.mus, Mus musculus; D.rer, Danio rerio; 
D.mel, Drosophila melanogaster; C.ele, Caenorhabditis elegans; M.bre, Monosiga 
brevicollis; A.tha, Arabidopsis thaliana).  (D) Conservation of Ski2-like and DEAH-box 
helicases are mapped onto a ratchet helix cartoon depicting the observed sequences. The 
sequence placement of the S1 ratchet of Brr2 was performed using our prediction (see 
supplementary methods and supplementary figure 1.)  Extensive conservation at helical 
turn 4 is highlighted with an arrow.  
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(archaeal sequences were used for Hel308) (Larkin et al., 2007). Conservation scores 
were calculated using the ConSurf server (Ashkenazy et al., 2010). Extensive 
conservation is observed along the entire ratchet helix for the Ski2-like RNA helicases 
(Mtr4, Ski2 and Brr2) (Figure 4-1C). Less conservation is observed for Hel308 and the 
DEAH-box RNA helicases Prp22 and Prp43 (Figure 4-1C and 4-1D). In the case of 
Hel308, position W599 is the only strictly conserved ratchet helix residue observed to 
interact with nucleic acid. The conserved residues observed at the N-termini of each helix 
are involved in interactions with domain 2 and do not interact directly with nucleic acid. 
 Significantly, no residue along the ratchet helix is universally conserved across all 
helicases, but conservation patterns are clearly evident. The most striking feature is that 
the fourth turn of the ratchet helix (counting from the N-terminus) is strictly conserved in 
a helicase specific manner. Mtr4 and Ski2 always have a glutamate at that position 
(E1033 in Mtr4; E1247 in Ski2), Brr2 has an arginine (R1107), Prp22 and Prp43 have a 
glutamine (Q1081 in Prp22; Q622 in Prp43), and Hel308 has a tryptophan (W599). 
Among the Ski2-like RNA helicases, we note similar conservation patterns at the second 
and third turns of the ratchet helix. In the case of Mtr4, both positions are always 
arginines (R1026 and R1030).  
 
E1033 is important for Mtr4 unwinding activity   
 The interaction of R1030 and E1033 with RNA observed in the Mtr4 structures 
combined with the strong conservation at each of these positions in Ski2-like RNA 
helicases suggested that these residues might be important for Mtr4 activity.  To assess 
the role of these residues for Mtr4 helicase activity, we mutated each position in S. 
106 
 
cerevisiae Mtr4 to alanine (R1030A, E1033A).  E1033 was also mutated to tryptophan 
(E1033W) to mimic the sequence observed in Hel308. Unwinding assays were performed 
with E1033 mutants. Pre-steady-state unwinding assays and calculations were performed 
using protocols described by Jia and colleagues (Jia et al., 2012).  The assay detects the 
displacement of a 32P labeled top strand from complementary bottom strand with a 3’ 
single-stranded extension of 6 nt. 
 The E1033A protein demonstrated a greater instantaneous unwinding rate 
constant (kunw) for the polyadenylated substrate (poly(A) at 800 nM protein as compared 
to wild-type Mtr4 (Figure 4-2A and 4-2B).  However, E1033W showed significantly less 
unwinding activity than wild-type with the same substrate (Figure 4-2B).  Instantaneous 
unwinding rate constants (kunw) at several concentrations were then determined for 
E1033A and E1033W to obtain a true strand-separation rate constant (kmax) (Figure 4-2C 
and Table 4-1).  Compared to wild-type, the E1033A mutation caused an increase in kmax 
and the E1033W a decrease in kmax. 
 To examine potential RNA sequence effects on the enhanced unwinding of the 
E1033A mutant, we determined unwinding rate constants for a non-polyadenylated 
substrate (non(A)) (Jia et al., 2012) and for a CCACCA sequence (Figure 2A).  E1033A 
had a greater kmax than wild type for both the poly(A) and non(A) substrates, with a 
preference for poly(A) (4-2D). We also observe a weaker functional affinity (K1/2) in the 
E1033A mutant for both the poly(A ) and non(A) substrate when compared to wild-type 
(Figure 4-2E and Table 4-1). We note that we do not observe a greater functional affinity 
 
 
 
 
 
 
 
 
 
 
 
 
Figure 4-2.  Unwinding assays of ratchet helix point mutants. (A) The three RNA 
substrates used in this study with identical 16bp duplex and variable 3’end overhangs.   
(B)  Representative time course of fraction unwound values of wild type (WT), E1033A, 
and E1033W Mtr4 enzymes with poly(A) RNA and PAGE (inset) Mtr4 wild type.  
Determination of all kinetic constants is described in the materials and methods section 
see Table 4-1 for all kinetic values. (C) Unwinding rates of poly(A) RNA plotted against 
enzyme concentration.  Error bars represent calculated error from helicase curve fitting 
calculations. (D) Unwinding curves of wild type Mtr4 and E1033A with different RNA 
substrates as described in A. (E) Functional affinity (K1/2) is plotted against the 
unwinding rate constant (kmax) for wild type and E1033A enzyme with poly(A) and 
random RNA substrates.
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Table 4-1. Unwinding and dissociation constants of Mtr4 constructsa 
Enzyme Amplitude kunw 800nM kmax (min-1) K ½ (nM) Kd (µM) 
WT 0.76 + 0.03 0.32 + 0.06 0.43 + 0.04 201 + 64 9.5 + 0.5 
E1033A 0.85 + 0.03 0.58 + 0.11 0.99 + 0.08 620 + 111 7.9 + 0.5 
E1033W 0.57 + 0.05 0.15 + 0.05 0.21 + 0.07 484 + 360 10.7 + 0.5 
       aMethodologies and equations used to derive kinetic constants are found in the 
materials and methods section. 
 
 
or the poly(A) substrate over the non(A) as observed by Jia et al (Jia et al., 2012). 
However, this may be due to slight differences in experimental design or a higher degree 
of error in our data. Regardless, our data clearly demonstrate that the increased 
unwinding rates for E1033A with the poly(A) and non(A) RNAs come at the expense of 
functional affinity for the substrate. Surprisingly, neither wild-type or E1033A were able 
to unwind the CCACCA substrate to any substantial degree, suggesting that the sensing 
mechanism for substrates may be more complex than simply distinguishing between a 
poly(A) or non(A) sequence.   
 
Mutation of E1033 has minimal impact on  
substrate binding  
  To assess whether mutation of E1033 affected substrate binding, we determined 
dissociation constants (Kd) of the RNA substrates with wild type and mutant Mtr4 
proteins using an electrophoretic mobility shift assay (EMSA).  For each protein, we 
observed similar binding constants towards poly(A) RNA (Table 4-1).  The dissociation 
constants of non(A) and CCACCA substrates with the Mtr4 proteins showed no distinct 
differences from those observed with poly(A) (data not shown). Although these 
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calculated dissociation constants are statistically different from one another the 
magnitude of the distinction is small, and it is unclear if any true differences in RNA 
substrate binding are caused by E1033 mutation. 
 
E1033 influences ATPase enhancement at  
subsaturating RNA levels 
  Previous studies have shown the RNA-dependent ATPase activity of Mtr4 is 
enhanced differently based on RNA nucleic acid sequence (Bernstein et al., 2008; 
Bernstein et al., 2010). In order to determine how ratchet helix point mutants influenced 
ATPase activity, we monitored the release of inorganic phosphate [Pi] from ATP in the 
presence of Mtr4 proteins and RNA substrates using a colorimetric Malachite Green 
Assay (Bernstein et al., 2008; Jackson et al., 2010).  At sub-saturating levels of RNA (40 
nM) wild type Mtr4 showed an enhancement of over two fold with poly(A) substrate, one 
and a half fold enhancement for the non-A substrate, and no enhancement for the 
CCACCA substrate (Figure 4-3).  At 40nM of RNA neither E1033A  nor E1033W (data 
not shown) demonstrated enhanced ATPase activity.  Thus, at subsaturating RNA levels 
mutation of E1033 disrupts the ability of RNA to enhance ATPase activity. At saturating 
levels of RNA (400nM) all Mtr4 constructs, including R1030A, showed RNA induced 
ATPase enhancement (data not shown), indicating that the mutagenesis did not 
completely disrupt the RNA-dependent ATPase activity but did influence the sensitivity 
of the mechanism.   
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R1030 and E1033 are important for Mtr4  
function in vivo  
 
  After determining that the E1033 residue plays a significant role in Mtr4 helicase 
activity in vitro, we wanted to explore how mutation at ratchet helix positions affected 
Mtr4 function in vivo.   Mutants mtr4-R1030A, E1033A, E1033W and double mutant of 
mtr4-R1030A/E1033A were constructed, serially diluted, and tested for viability at 20, 30 
and 37 degrees Celsius. Complementation with plasmid containing wild type MTR4 was  
 
 
Figure 4-3. RNA-dependent ATPase enhancement   (A) An EMSA derived fraction 
bound plotted against Mtr4 concentration for wild type Mtr4 with labeled polyA RNA 
substrate.  The equation used to fit the data is θ = [E]/[E] + Kd, [E] where θ is the fraction 
of bound RNA/total RNA and Kd, [E] = dissociation constant. (B) A bar graph displaying 
calculated dissociation constants. Observed Kd is as follows: Kd, WT = 9.5 + 0.5 nM, Kd, 
E1033A = 7.9 + 0.5 nM, Kd, E1033W = 10.7 + 0.5 nM (C) RNA-dependent ATPase fold 
enhancement of wild-type and E1033A proteins. 
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used as a positive control, whereas mtr4-archless and mtr4-D262A/E263A mutants were 
used to demonstrate a slow growth phenotype and an active site knockout respectively.  
The ratchet helix mutations confer a slow growth phenotype at all temperatures tested, 
demonstrating that these residues are important for Mtr4 function in vivo (Figure 4-4).   
At 30 degrees, the growth defect appears to be most pronounced for the R1030A  
mutation. This greater growth defect is surprisingly suppressed by the E1033A mutation 
as seen in the mtr4-R1030A/E1033A double mutant. Interestingly, at 37 degrees growth 
defects are even more pronounced and the pattern appears to change with E1033W and 
the R1030A/E1033A double mutant mimicking the R1030A mutant. Regardless of 
temperature however, the double mutation does not compound the growth phenotype  
 
 
 
Figure 4-4. Growth complementation of an Mtr4 knockout strain by ratchet helix 
mutants.  Shown is observed slow growth phenotypes of the ratchet helix mutants.  The 
R1030A displays the slowest growth out of the helix mutant residues.  Mtr4-archless is 
used as a slow growth control and D262A/E263A as an active site knockout. 
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observed at single sites suggesting that defect caused by each ratchet helix mutation 
resides in the same mechanistic pathway. 
 
Discussion 
 
 Previous studies have shown that Mtr4 preferentially unwinds substrates with a 
short polyadenylated 3’ overhang (Jia et al., 2012). Kinetic analyses of Mtr4-RNA 
binding have demonstrated that Mtr4 adopts different conformational states when binding 
polyadenylated and non-polyadenylated RNA substrates (Bernstein et al., 2010). 
However, the molecular basis for this differential binding is unclear. In an effort to 
identify the site of sequence recognition by Mtr4 we carefully examined the RNA 
binding path observed in the 5nt RNA-bound form of the Mtr4 structure. Several residues 
were identified in domain 4 along the ratchet helix and a neighboring loop that directly 
interacts with the RNA bases. Significantly, these interactions are mediated through 
hydrogen bonding in a potentially sequence-specific manner, as opposed to the non-
discriminatory base stacking observed in the Hel308 DNA helicase structure. Sequence 
conservation analysis further revealed more extensive conservation along the ratchet 
helix of Mtr4 and other Ski2-like RNA helicases than exists for Hel308 or the more 
distantly related DEAH/ RHA-box helicases. Although the sequence identity varies for 
each helicase, several positions along the ratchet helix are strictly conserved, in 
particular, the residue at the 4th turn of the ratchet helix (E1033 in Mtr4). 
 Preliminary in vitro and in vivo analysis of E1033 mutants confirmed that the 
conserved RNA binding position plays an important role in Mtr4 function.  Residue 
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identity clearly influences unwinding, for three different residues (E1033A, E1033W and 
wild type) at this position demonstrate three different unwinding profiles. Ski2-like and 
DEAH/RHA-box helicase share a common four domain scaffold, yet target divergent 
substrates (Cordin et al., 2012).  It is possible that the residue identity at the fourth turn of 
the ratchet helix may impact substrate specificity and conservation of various residue 
types is a reflection of targeted substrates. 
 In the case of Mtr4, the ratchet helix is implicated in the poly(A) sensing 
mechanism.  Indeed, both E1033 mutants showed a loss of functional specificity for 
poly(A) RNA as well as non(A), suggesting that E1033 may be important for sensing 
substrate characteristics.  Mutation of  E1033 disrupts Mtr4 sensitivity to the presence of 
RNA in subsaturating ATPase enhancement assay, supporting a hypothesis that E1033 
helps detect sequence.   
 Although these studies implicate that E1033 may be involved in sensing substrate 
features, it is clear that E1033 could not act alone to sense the full length and sequence of 
the 3’ end.  Other residues that lie on the RNA bind path including other ratchet residues 
are likely involved in the sensing mechanism. In vivo studies showed that ratchet helix 
residue R1030 is also important for Mtr4 function and current in vitro work with the 
enzyme will soon elucidate the kinetic parameters of this residue.  An interesting result of 
the in vitro studies is that the double mutant R1030A/E1033A did not cause an additive 
growth defect demonstrating that both residues are likely acting on the same pathway.  
This supports the idea that R1030 may also be involved in sensing strand identity.   
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 The sensing mechanism of the poly(A) tail is important to Mtr4 and TRAMP 
function.  However, to unwind and effectively deliver substrates to the RNA exosome a 
processive mode of substrate binding must also exist in Mtr4 that would allow 
translocation across a variety of RNAs independent of sequence.  It is possible that the 
differences observed between the DNA bound structure of Hel308 and the RNA bound 
structure of Mtr4 demonstrates sensing (Mtr4) and processive (Hel308) modes of 
binding.  The large residues of the Mtr4 ratchet helix, including R1030 and E1033 are 
amenable to pi stacking and may switch from a RNA sensing mode that involves specific 
hydrogen bonds with base atoms to a processive state in which the residues pi stack with 
any incoming base. Furthermore it has been shown that Mtr4 loses its preference for 
poly(A) sequence in the presence of specific nucleotide analogs (Bernstein et al., 2010), 
suggesting that nucleotide binding may cause conformational changes within the core 
that cause a shift from each mode of binding. Although this model is feasible and the 
characteristics of the ratchet helix residues are capable of such a mechanism future 
experimentation is required to confirm these hypotheses. 
 A surprising result of this work was that the CCACCA overhang was observed to 
not unwind to any substantial degree in wild type or the E1033A mutant suggesting that 
unwinding preferences may not be as straight forward as simply selecting a poly(A) 
tailed over non(A). Continued studies probing how sequence characteristics of RNA 
substrates modulate the activity of Mtr4 will great aid in understanding the fundamental 
question of how are RNA substrates selected for decay.    
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 Here we provide an initial framework for understanding the molecular details of 
the poly(A) sensing mechanism and the role of ratchet helix residues of Mtr4 in RNA 
substrate targeting and unwinding.  
 
Materials and methods 
 
Structural analysis and Conservation Scoring  
of Ski2-like and DEAH-box helicases 
 The helix-bundle domain (domain 4) of archeal Hel308 (pdb 2P6R) (Buttner et 
al., 2007) was used as bait in a DALI search (Holm and Rosenstrom, 2010) to find 
structures containing a helix-bundle domain with associated ratchet helix.  Conservation 
of eukaryotic helicases was determined by multiple sequence alignment of model 
organisms in Clustal W (Larkin et al., 2007) and conservation scoring with the ConSurf 
server (Ashkenazy et al., 2010).  For the archaeal Ski2-like DNA helicase Hel308, 98 
archaeal sequences were retrieved and scored using the ConSurf server.  ConSurf scores 
of 10, 9, and 8 were considered conserved. 
 
Mutagenesis, Protein Expression and  
Protein Purification  
  Point mutants of Mtr4 were made using a modified version of the QuikChange 
(Agilent) site directed mutagenesis procedure. The expression and purification of Mtr4 
and mutant Mtr4 proteins was carried out as performed in (Jackson et al., 2010) No 
differences in expression or purification were observed between the mutants and wild-
type protein.   Protein concentration was determined using a NanoDrop 
spectrophotometer (ThermoFisher) and calculated extinction coefficients.   
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RNA substrate Design and Purification  
  The RNA substrates were designed to mimic unwinding substrates used in the 
recent study by Jia and colleagues (Jia et al., 2011). Three 22 nucleotide ssRNAs (bottom 
strand), each with a unique 3’ end were incubated independently with a 
complementary16 nucleotide ssRNA (top strand) at 95°C for 10 minutes after which 
samples were slowly annealed to room temperature.   
 For the unwinding assay and EMSA, the 16 nucleotide top strand was 
radiolabeled with γ32P ATP and T4 polynucleotide kinase and quenched by heating to 
95°C before annealing. The RNA substrates were purified by native PAGE, gel 
extraction and ethanol precipitation. All RNAs used in this study were purchased from 
Integrated DNA Technologies (IDT). The substrate sequences are as follows with duplex 
regions underlined:  R16 (top strand of all three substrates) = 
5’AGCACCGUAAAGACGC3’, R22A (polyA overhang) = 
5’GCGUCUUUACGGUGCUUAAAAA3’, R22R (random overhang) = 
5’GCGUCUUUACGGUGCUUGCCUG3’, CCA = 
5’GCGUCUUUACGGUGCUCCACCA3’.  
 
Unwinding Assay  
  Assays were performed essentially as described by Jia et al (Jia et al., 2012).  A 
radiolabeled 16 nucleotide top strand is displaced over time when incubated with Mtr4 
and ATP.  Reactions were carried out at 30°C in a controlled water bath.  The buffer used 
was 40mM MOPS pH 6.5, 100mM NaCl, 0.5 mM MgCl2, 5% glycerol, 0.01% NP-40 
substitute, 2mM DTT, and 1 U/µl of Ribolock (ThermoFisher).  Reactions were allowed 
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to incubate for 5 minutes with ~0.2 nM RNA (final concentration) and indicated 
concentration of Mtr4 or Mtr4 mutant protein. Reactions were initiated by the addition of 
equimolar ATP and MgCl2 at a final concentration of 2mM.  At specified time points, 
aliquots of the reaction were removed and quenched at a 1:1 ratio with buffer containing 
1% SDS, 5mM EDTA, 20% glycerol, 0.1% bromophenol blue and 0.1% xylene cyanol.  
Aliquots were run on a native 15% TBE polyacrylamide gel at 100V for 115 minutes.  
Radioactivity was visualized as performed previously (Jackson et al., 2010). Gels were 
wrapped in cellophane and exposed to x-ray film.  Film was developed and then 
quantified using multi-gauge software.  Calculations of the observed rate constants (kobs), 
annealing constants (kann ), unwinding constants (kunw) and amplitudes (A) were 
performed by fitting the curve to the data collected in triplicate.  The equation used was 
that employed previously (Jackson et al., 2010; Jia et al., 2012; Wang et al., 2008) 
(Fraction unwound = A(1-exp(-kobs·t)), kobs = kunw + kann, A = kunw + kann / kunw).  Curve 
fits to the unwinding data were also fit as one curve to all data collected in triplicate. The 
curve fits used are the same as found in (Jia et al., 2012), and are best fits using the 
equation,( kunw=kmax, E  [E]/[E] + K1/2, E) where [E]is enzyme concentration, K1/2 is 
functional affinity and kmax, E is the unwinding rate constant at enzyme saturation. 
 
Electrophoretic mobility shift assays (EMSA)  
 Reactions were incubated in the identical buffer used in the unwinding assay with 
~0.2 nM RNA, equimolar MgCl2 and AMP-PNP (2mM), and varying concentration of 
enzyme for 15 minutes at 30°C in a controlled water bath. Non-denaturing dye (20% 
glycerol, 0.1% bromophenol blue and 0.1% xylene cyanol) was added at a 1:1 ratio and 
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samples were run on a native TBE 15% polyacrylamide gel at 100V for 115 minutes.  
Radioactivity was visualized the same as the unwinding assays.  The dissociation 
constant (Kd) was determined by fitting the data to the equation  θ = [E]/[E] + Kd, [E] 
where θ is the fraction of bound RNA/total RNA and Kd, [E] = dissociation constant.  
 
ATPase activity assay  
 The release of inorganic phosphate [Pi] after ATP hydrolysis was determined 
using the colorimetric malachite green assay performed previously (Jackson et al., 2010) 
Reaction mixtures (550 µL) containing the same final buffer components and 
concentrations as that used in the unwinding assays and EMSAs, 40 nM or 400 nM of 
RNA substrates, and 300 nM of Mtr4 or Mtr4 mutant protein. Reactions were initiated by 
the addition of equimolar ATP and MgCl2 (final concentration 2mM). At indicated time 
points 100 µl were removed from the reaction and added to 200 µL of malachite green 
solution. Change in absorbance at 620 nm was observed using a VERSAmax tunable 
microplate reader (Molecular Devices). The absorbance values of a known [Pi] standard 
were used to convert observed ATPase absorbance values into [Pi] µM. The 
instantaneous reaction rate ([Pi] μM min-1) was calculated by fitting a linear trend line to 
determined values of time points. Fold enhancement values were calculated by dividing 
the rate of inorganic phosphate release in the presence of RNA by the rate values 
determined from reactions with no RNA. 
 The malachite green solution was prepared as performed previously (Jackson et 
al., 2010) 1 volume of 4.2 % (w/v) ammonium molybdate in 4 M HCl was added to 3 
volumes of 0.045 % (w/v) Malachite Green. 
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Yeast plasmids 
 The plasmids for expression of Mtr4-wild-type or Mtr4-ratchet helix mutants 
contained the same upstream promoter and downstream sequence as used previously 
(Jackson et al., 2010).  The same wild type MTR4 expression plasmids pAv673 (a URA3 
CEN plasmid; (Sikorski and Hieter, 1989)), and pAv675 (a LEU2 CEN plasmid; 
(Sikorski and Hieter, 1989)) were used as in (Jackson et al., 2010).  Plasmids expressing 
ratchet helix mutants are simply point mutants of pAv675. 
 
Yeast methods  
 A n MTR4 deletion strain of Saccharomyces cerevisiae complemented with a 
URA3 selectable marker containing MTR4-wild-type copy plasmid was transformed with 
MTR4-wild-type or MTR4-ratchet helix mutant plasmids.  Resulting transformants were 
grown in Synthetic Complete-LEU (SC-LEU) liquid media overnight at 20°C 30°C and 
37°C to test if the mutation caused growth defects.  Liquid cultures were serial diluted 
fivefold and spotted onto control plates (SC-LEU) or 5-fluoro-orotic acid (5-FOA; to 
counter against the MTR4-wild-type plasmid containing URA3 selectable marker). 
 
Software  
 Pymol was used to align helicase structures and make figures.  Kaleidagraph 
software was used to generate curve fits to the observed data and rate constants.  
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FRQWDLQLQJFRQVHUYHGVHTXHQFHPRWLIV&DSUDUD)DLUPDQ:LOOLDPVHWDO

 
*RUEDOHQ\DDQG.RRQLQ-DQNRZVN\DQG)DLUPDQ:LOOLDPV6LQJOHWRQHWDO
7KH0WUDQG6NLVWUXFWXUHVFRQILUPWKDWWKH5HF$GRPDLQVGHVLJQDWHGKHUHDV
5HF$DQG5HF$DGRSWVWUXFWXUHVDQGVHTXHQFHPRWLIDUUDQJHPHQWVVLPLODUWRWKDW
REVHUYHGLQRWKHU6)KHOLFDVHV)LJXUH
 'HVSLWHWKHVWURQJFRQVHUYDWLRQRIWKH5HF$GRPDLQVEHWZHHQ6NLOLNHKHOLFDVH
IDPLO\PHPEHUVLWZDVXQFOHDUZKHWKHUDQ\RWKHUVLPLODULWLHVH[LVWHGEHWZHHQIDPLO\
PHPEHUVXQWLOGHWHUPLQDWLRQRIFU\VWDOVWUXFWXUHV7KH+HOVWUXFWXUH%XWWQHUHWDO
UHYHDOHGWKDWDVPDOOZLQJHGKHOL[GRPDLQDQGDODUJHUVHYHQKHOL[EXQGOHRU
³UDWFKHW´GRPDLQSDFNVDJDLQVWWKH5HF$GRPDLQVWRIRUPDULQJOLNHVWUXFWXUHWKDW
DFFRPPRGDWHVSDVVDJHRIDVLQJOHVWUDQGRI'1$$QDGGLWLRQDO&WHUPLQDOKHOL[
KDLUSLQKHOL[+K+GRPDLQLQWHUDFWVZLWKWKHUDWFKHWGRPDLQDQGWKHH[LWLQJ'1$
VWUDQG6WUXFWXUHVRIWKHVHFRQG%UU6HFGRPDLQ3HQDHWDO=KDQJHWDO
DVKRZHGWKDWLWUHVHPEOHVWKHUDWFKHWDQG+K+GRPDLQVRI+HODQG
DGGLWLRQDOO\FRQWDLQVD)LEURQHFWLQW\SH,,,GRPDLQ)18QH[SHFWHGO\WKH0WU
-DFNVRQHWDO:HLUHWDODQG6NL+DOEDFKHWDOVWUXFWXUHVVKRZHG
WKDWWKH\DOVRFRQWDLQDZLQJHGKHOL[DQGUDWFKHWGRPDLQVLPLODUWRZKDWLVVHHQLQWKH
+HOVWUXFWXUH$ODUJHLQVHUWLRQLQWKHPLGGOHRIWKHZLQJHGKHOL[GRPDLQLQ0WUDQG
6NLWKHDUFKGRPDLQGLVFXVVHGEHORZKDGSUHYHQWHGSULRULGHQWLILFDWLRQRIWKLVGRPDLQ
E\VHTXHQFHDQDO\VLV/LNHZLVHDOWKRXJKWKHVHTXHQFHVLPLODULW\EHWZHHQWKH
+HO%UUVHYHQKHOL[EXQGOHDQGWKH0WU6NLHLJKWKHOL[EXQGOHZDVQRWREYLRXV
VHTXHQFHLGHQWLW\VLPLODULW\WKH\DUHFOHDUO\VWUXFWXUDOO\UHODWHG506' 
cDVFDOFXODWHGE\3'%H)ROG.ULVVLQHODQG+HQULFN 
   

Table 5-1.;
UD\FU\VWDOVWUXFWXUHVRI6NLOLNHKHOLFDVHV
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
Protein 
Name 
Organism 
PDB 
Substrate 
Domains obs.* 
Function 
Reference 
Ski2-like RNA helicases (eukaryotic)

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



Brr25VV
S. cerevisiae
+
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

D
51
$
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
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
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
M
tr4
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D E
1
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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-
51
$
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3
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
51
$
GHFD\
:
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Ski2 
 S. cerevisiae
$
=
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'
31
3

D
&\WRSODVP
LF
+
DOEDFKHWDO


$
.


D
51
$
GHFD\

Ski2-like DNA helicases (archaeal)
Hel308
 A. fulgidus 
35
'
1
$



'
1
$
UHSDLU	

%XWWQHUHWDO
+
MP


38



UHFRP
ELQDWLRQ


P. horikoshii 
=



=KDQJHWDO

S. solfataricus 
9
$
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
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

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'
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Figure 5-1.0HPEHUVRIWKH6NLOLNHKHOLFDVHIDPLO\VKDUHDFRPPRQIRXUGRPDLQ
KHOLFDVHFRUHA6FKHPDWLFUHSUHVHQWDWLRQVWRSURZKLJKOLJKWWKHDUFKLWHFWXUDO
DUUDQJHPHQWRIWKH6NLOLNHKHOLFDVHVIRUWKH%UU0WUDQG6NL51$KHOLFDVHVDQGWKH
UHODWHG+HO'1$KHOLFDVH5HSUHVHQWDWLYHVWUXFWXUHVDUHDOVRLQGLFDWHGPLGGOHDQG
ERWWRPURZV7KHKHOLFDVHFRUHLVFRPSRVHGRIWKH5HF$5HF$:LQJHG+HOL[:+
DQG5DWFKHWGRPDLQVZKLWHOHWWHULQJ$FFHVVRU\GRPDLQVDUHDOVRLQGLFDWHGEODFN
OHWWHULQJ%UUFRQWDLQVWZRKHOLFDVHFRUHFDVVHWWHV7KHFXUUHQW%UUVWUXFWXUHVDUH
OLPLWHGWRWKHVHFRQG%UU6HFGRPDLQFRPSRVHGRIWKHUDWFKHW+K+DQG)1
GRPDLQVB'RPDLQRUJDQL]DWLRQIRUWKH6NLOLNHKHOLFDVHV$PLQRDFLGUHVLGXH
QXPEHUVDUHIURPS. cerevisiae, H[FHSWIRU+HOA. fulgidusDQG'';H. sapiens
8QFKDUDFWHUL]HG1WHUPLQDOUHJLRQVDUHQRWLQGLFDWHGLQAEXWDUHLQFOXGHGLQBDV
JUH\ER[HV6WUXFWXUHVZHUHUHQGHUHGXVLQJ3\0RO
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
 &RPELQHGWKHVHVWUXFWXUHVGHPRQVWUDWHWKDWWKHIXQGDPHQWDOPROHFXODU³FRUH´RI
DOO6NLOLNHKHOLFDVHVLVDULQJOLNHIRXUGRPDLQDVVHPEO\RIWZR5HF$GRPDLQVD
ZLQJHGKHOL[GRPDLQDQGDUDWFKHWGRPDLQ)LJXUH5HFHQWVWUXFWXUHVRI
'($+5+$ER[51$KHOLFDVHVKDYHUHYHDOHGDVLPLODUFRUHVWUXFWXUH+HHWDO
.XGOLQ]NLHWDO:DOERWWHWDOLQGLFDWLQJWKDWLWPD\EHDFRPPRQIHDWXUH
ZLWKXVHIXOFKDUDFWHULVWLFVIRUDYDULHW\RIKHOLFDVHV7KLVFRPPRQDUFKLWHFWXUHKDVEHHQ
UHIHUUHGWRHOVHZKHUHDVWKH'([+ER[FRUH:HLUHWDO+HUHZHZLOOVLPSO\
UHIHUWRLWDVWKHKHOLFDVHFRUH

Unwinding Mechanism 
 2XUFXUUHQWXQGHUVWDQGLQJRI51$'1$XQZLQGLQJDQGWUDQVORFDWLRQE\6NL
OLNHKHOLFDVHVKDVEHHQGHYHORSHGSULPDULO\IURPVWUXFWXUHVRIWKH+HO'1$KHOLFDVH
%XWWQHUHWDODQGLVGHWDLOHGLQUHFHQWUHYLHZV&DSUDUD3\OH
:RRGPDQDQG%ROW.H\VWUXFWXUDOIHDWXUHVRIWKHSURSRVHGPHFKDQLVPLQFOXGHD
KDLUSLQLQGRPDLQ5HF$WKDWDFWVDVDZHGJHWRVSOLWWKH'1$GXSOH[QXFOHLFDFLG
EDFNERQHLQWHUDFWLRQVZLWKFRQVHUYHGPRWLIVLQ5HF$DQG5HF$DQGVWDELOL]LQJEDVH
VWDFNLQJLQWHUDFWLRQVRSSRVLWHWKH5HF$GRPDLQVZLWKWKHUDWFKHWKHOL[RIWKHUDWFKHW
GRPDLQ$73ELQGLQJDQGK\GURO\VLVEHWZHHQWKH5HF$GRPDLQVDUHEHOLHYHGWRFDXVH
FRQIRUPDWLRQDOFKDQJHVWKDWDOORZWKHKHOLFDVHWRVWHSDORQJWKH'1$EDFNERQHXVLQJDQ
LQFKZRUPPHFKDQLVP7DQQHUDQG/LQGHU
 7KH0WUDQG6NLVWUXFWXUHVVXJJHVWWKDW6NLOLNH51$KHOLFDVHVIXQFWLRQ
VLPLODUO\WR+HO$OORIWKHNH\VWUXFWXUDOIHDWXUHVGHVFULEHGLQ+HOIRUXQZLQGLQJ
DUHUHWDLQHGLQ0WUDQG6NLLQFOXGLQJWKH KDLUSLQDQGUDWFKHWKHOL[$OWKRXJKQR
 
 
 

VWUXFWXUHVRIWKHFRUUHVSRQGLQJUHJLRQH[LVWIRU%UUPXWDJHQLFGLVUXSWLRQRIWKH
SUHGLFWHG KDLUSLQUHVXOWVLQDVORZJURZWKSKHQRW\SHin vivoDQGORVVRIKHOLFDVH
DFWLYLW\in vitro =KDQJHWDOD1RGXSOH[51$KDVEHHQFU\VWDOOL]HGZLWKHLWKHU
0WURU6NLVRVWUDQGVSOLWWLQJLVQRWGLUHFWO\REVHUYHG+RZHYHUWKH51$ERXQG0WU
VWUXFWXUHGRHVVKRZEDFNERQHLQWHUDFWLRQVZLWKWKHFRQVHUYHG5HF$PRWLIV,D,E,9DQG
9,QWHUDFWLRQVZLWKWKH51$EDVHVDUHREVHUYHGDORQJWKHUDWFKHWKHOL[DOWKRXJKLWKDV
EHHQQRWHGWKDWWKHUHDUHVRPHGLIIHUHQFHVLQWKHPRGHRI51$ELQGLQJEHWZHHQWKHWZR
FU\VWDOORJUDSKLFDOO\REVHUYHGPROHFXOHVIRU0WU%HUQVWHLQDQG7RWK7KH
UDWFKHWKHOL[LQWHUDFWLRQDOVRGLIIHUVVOLJKWO\LQGHWDLOEHWZHHQ0WUDQG+HOEXWLW
UHPDLQVWREHGHWHUPLQHGZKHWKHUWKLVFRUUHVSRQGVWRDQ\IXQFWLRQDOGLIIHUHQFHVEHWZHHQ
WKHWZRSURWHLQV:KDWLVFOHDULVWKDWWKHUDWFKHWGRPDLQLVIXQFWLRQDOO\LPSRUWDQW
'HOHWLRQRIWKHUDWFKHWGRPDLQRI0WULVOHWKDO+ROXEHWDOFRQVLVWHQWZLWKWKH
ORVVRIXQZLQGLQJDFWLYLW\REVHUYHGLQ+HOZKHQWKHUDWFKHWGRPDLQLVUHPRYHG
%XWWQHUHWDO7KH0WUPXWDWLRQ&<ZKLFKDURVHIURPWKHLQLWLDO
JHQHWLFVFUHHQWKDWLGHQWLILHG0WULVORFDWHGRQDORRSQHDUWKHUDWFKHWKHOL[DQG
SURGXFHVDJURZWKSKHQRW\SHLQS. cerevisiae /LDQJHWDO6LPLODUO\PXWDWLRQV
DORQJWKHSXWDWLYHUDWFKHWKHOL[LQ%UUUHVXOWLQVORZJURZWKSKHQRW\SHVDQGDOVRH[KLELW
UHGXFHGXQZLQGLQJDFWLYLW\in vitro 3HQDHWDO6PDOOHWDO=KDQJHWDO
D
 ,WKDVEHHQSURSRVHGWKDWWKHEDVHVWDFNLQJLQWHUDFWLRQVPHGLDWHGE\WKHUDWFKHW
KHOL[SURYLGHDPHFKDQLVPIRUHQIRUFLQJGLUHFWLRQDOLW\GXULQJWUDQVORFDWLRQ%XWWQHUHW
DO3\OH7KHVHLQWHUDFWLRQVFRPELQHGZLWKWKHULQJOLNHVKDSHRIWKH
 
 
 

KHOLFDVHFRUHPD\DOVRFRQIHUVRPHGHJUHHRISURFHVVLYLW\WRWKHKHOLFDVH+RZHYHU
ZKLOH+HOKDVEHHQGHVFULEHGDVDSURFHVVLYHKHOLFDVH%XWWQHUHWDO*X\DQG
%ROWWKHSURFHVVLYLW\RIWKH51$KHOLFDVHVKDVSURYHQGLIILFXOWWRGHWHUPLQH-LD
HWDO3HQDHWDO

Accessory Domains 
 7KHXQLTXHFKDUDFWHULVWLFVRI6NLOLNHIDPLO\PHPEHUVDUHGHULYHGLQODUJH
PHDVXUHIURPDFFHVVRU\GRPDLQVWKDWGHFRUDWHWKHKHOLFDVHFRUHDQGSURYLGHH[SDQGHG
IXQFWLRQDOLW\,QGHHGWKLVDSSHDUVWREHDFRPPRQWKHPHWKURXJKRXW6)KHOLFDVH
IDPLOLHV)DLUPDQ:LOOLDPVHWDO3\OH

Arch domain 
 7KHPRVWGLVWLQFWLYH6NLOLNHDFFHVVRU\GRPDLQGHVFULEHGWRGDWHLVWKH$UFK
GRPDLQRI0WUDQGDUHODWHGGRPDLQLQ6NL7KHGRPDLQLVDSURPLQHQWDPLQR
DFLGLQVHUWLRQZLWKLQWKHZLQJHGKHOL[GRPDLQWKDWLVXQLTXHWR0WUDQG6NL)LJXUH
2ULJLQDWLQJIURPWKHEDFNVLGHRIWKHKHOLFDVHFRUHWZRDQWLSDUDOOHOFRLOHGFRLOVDUP
DQGIRUHDUPHDFKFRPSRVHGRIDQDVFHQGLQJDQGGHVFHQGLQJKHOL[H[WHQGRYHUWKH
KHOLFDVHFRUHDQGWHUPLQDWHLQDJOREXODUUHJLRQFDOOHGWKHILVWWKDWLQ0WULVSRVLWLRQHG
GLUHFWO\DERYHWKH51$HQWU\VLWH$GUDPDWLFEHQGEHWZHHQWKHDUPDQGIRUHDUPFUHDWHV
WKHDUFKOLNHDSSHDUDQFHIRUZKLFKWKHGRPDLQZDVQDPHG
 7KHILVWRI0WUDGRSWVD EDUUHOIROGWKDWFRQWDLQVD.2:PRWLI.\USLGHVHW
DODQGKDVWKHUHIRUHEHHQGHVFULEHGDVD.2:GRPDLQ:HLUHWDO.2:
GRPDLQVDUHRIWHQDVVRFLDWHGZLWKSURWHLQVWKDWLQWHUDFWZLWKVWUXFWXUHG51$V6WHLQHUHW
 
 
 

DOLQFOXGLQJWKHEDFWHULDO/SURWHLQWKHDUFKHDO/SURWHLQDQGWKHHXNDU\RWLF
/DQG/SURWHLQVIURPWKHODUJHULERVRPDOVXEXQLW.\USLGHVHWDO6HOPHUHW
DO9RRUKHHVHWDO=KDQJHWDOE7KH/SURWHLQZDVDFWXDOO\
XVHGWRPRGHOWKHILVWLQWKHRULJLQDOORZUHVROXWLRQPDSVRI0WU-DFNVRQHWDO
$OWKRXJKVHTXHQFHFRQVHUYDWLRQLVOLPLWHGRQWKHVXUIDFHRIWKHILVWDQGJHQHUDOO\
WKURXJKRXWWKHDUFKDIHZFRQVHUYHGSRVLWLYHO\FKDUJHGDQGDURPDWLFUHVLGXHVDUHIRXQG
RQWKHVXUIDFHRIWKHILVWZKLFKPD\IDFLOLWDWH51$LQWHUDFWLRQV-DFNVRQHWDOIn 
vitroJHOVKLIWDVVD\VFRQILUPWKDWWKHILVWELQGVK\SRPRGLILHGW51$:HLUHWDO
DQGSUHU51$-RKQVRQODEXQSXEOLVKHGGDWD+RZHYHUWKHILVWGRHVQRWELQGVLQJOH
VWUDQGHGSRO\$51$+DOEDFKHWDOLQGLFDWLQJDSUHIHUHQFHIRUVWUXFWXUHG
51$
/LNH0WUWKH6NLILVWFRQWDLQVD EDUUHOEXWLWODFNVD.2:PRWLIDQGDGRSWV
DPRUHULJLGFRQIRUPDWLRQE\DVVRFLDWLQJGLUHFWO\ZLWKWKHDUFKIRUHDUPYLDK\GURSKRELF
LQWHUDFWLRQV+DOEDFKHWDO7KH6NLILVWDSSHDUVWREHOHVVVHOHFWLYHWKDQWKDWRI
0WUELQGLQJWRERWKVWUXFWXUHGDQGVLQJOHVWUDQGHG51$V7KHVXUIDFHRIWKH6NLILVW
LVPRUHSRVLWLYHO\FKDUJHGWKDQ0WU3UHVXPDEO\WKHGLIIHUHQW51$ELQGLQJSURSHUWLHV
UHIOHFWGLIIHUHQFHVLQWKHW\SHVRIVXEVWUDWHVSURFHVVHGE\0WUDQG6NL+DOEDFKHWDO

:KLOHWKHDUFKGRPDLQLVSRLVHGWRLQWHUDFWZLWKDQLQFRPLQJVXEVWUDWHDQGPD\
SOD\DUROHLQVXEVWUDWHVSHFLILFLW\LWLVQRWUHTXLUHGIRUKHOLFDVHDFWLYLW\-DFNVRQHWDO
1RUKDVLWEHHQVKRZQWREHGLUHFWO\LQYROYHGLQSURWHLQSURWHLQLQWHUDFWLRQV,W
GRHVKRZHYHUSOD\DQLPSRUWDQWIXQFWLRQDOUROHArchless-mtr4PXWDQWVKDYHDVORZ
 
 
 

JURZWKSKHQRW\SHLQS. cerevisiaeDQGH[KLELWU51$SURFHVVLQJGHIHFWV-DFNVRQHWDO
)XUWKHUVWXGLHVZLOOEHUHTXLUHGWRHOXFLGDWHWKHUROHRIWKHDUFKGRPDLQLQ
0WU6NLIXQFWLRQ

Other accessory domains 
 0WUDQG6NLERWKFRQWDLQ1WHUPLQDOH[WHQVLRQVRIIRIWKHKHOLFDVHFRUHWKDW
PD\SOD\IXQFWLRQDOUROHV1RVWUXFWXUDOLQIRUPDWLRQLVDYDLODEOHIRUWKLVUHJLRQZLWKWKH
H[FHSWLRQRIDDPLQRDFLGH[WHQGHG KDLUSLQLQ0WUWKDWVSDQVERWK5HF$GRPDLQV
DQGDSSHDUVWRVWDELOL]HWKH5HF$5HF$VWUXFWXUH-DFNVRQHWDO:HLUHWDO
)LJXUH,WLVXQFOHDUZKHWKHUDVLPLODUVWUXFWXUHH[LVWVLQ6NLVLQFHWKH
FRUUHVSRQGLQJVHTXHQFHZDVUHPRYHGWRIDFLOLWDWHFU\VWDOOL]DWLRQ+RZHYHUWKH1
WHUPLQXVRI6NLLVUHTXLUHGIRU6NLFRPSOH[IRUPDWLRQVHHGLVFXVVLRQEHORZ
VXJJHVWLQJDUROHLQPHGLDWLQJSURWHLQSURWHLQLQWHUDFWLRQV
 ,Q%UUDKHOL[KDLUSLQKHOL[+K+GRPDLQDQG)LEURQHFWLQW\SH,,,)1
GRPDLQIODQNWKH&WHUPLQXVRIWKHUDWFKHWGRPDLQ7KHVHWKUHHGRPDLQVDUHMRLQWO\
UHIHUUHGWRDVD6HFGRPDLQ3RQWLQJDOWKRXJKWKHUDWFKHWGRPDLQPD\EHPRUH
DSSURSULDWHO\FRQVLGHUHGSDUWRIWKHKHOLFDVHFRUH+DKQDQG%HJJV$VLPLODU
+K+GRPDLQLVREVHUYHGLQ+HOZKHUHLWLQWHUDFWVZLWK'1$HPHUJLQJIURPWKH
KHOLFDVHFRUH%XWWQHUHWDODQGDFWVDVDQDXWRLQKLELWRU\³PROHFXODUEUDNH´WR
UHSUHVVKHOLFDVHDFWLYLW\5LFKDUGVHWDO)1GRPDLQVDUHJHQHUDOO\DVVRFLDWHG
ZLWKSURWHLQSURWHLQLQWHUDFWLRQV%ORRPDQG&DODEUR
 %UUDQG6OKERWKFRQWDLQWZRFRSLHVRIWKHFRUHKHOLFDVH6HFPRGXOH
DOWKRXJKRQO\WKHILUVWPRGXOHLVEHOLHYHGWRKDYHIXQFWLRQDOKHOLFDVHDFWLYLW\.LPDQG
 
 
 

5RVVL7KHUROHRIWKHVHFRQGPRGXOHLVXQFHUWDLQEXWKDVEHHQVXJJHVWHGWRSOD\
DUROHLQSURWHLQSURWHLQLQWHUDFWLRQV/LXHWDO3HQDHWDOYDQ1XHVDQG
%HJJVDQGZDVVKRZQWRUHJXODWH%UUKHOLFDVHDFWLYLW\3HQDHWDODQG
PD\WKHUHIRUHEHFRQVLGHUHGDQDFFHVVRU\GRPDLQWRWKH%UU6OKKHOLFDVHFRUH

Helicase Dynamics in Mtr4  
 %HFDXVHPXOWLSOHVWUXFWXUHVRI0WUDUHDYDLODEOHDSRDQG$'351$ERXQGLW
LVSRVVLEOHWRJHWDVHQVHIRUWKHUDQJHRIPRWLRQVDFFHVVLEOHWRWKHKHOLFDVH6LQFHERWK
VWUXFWXUHVZHUHGHWHUPLQHGDWDERXWWKHVDPHWLPHQRFRPSDULVRQRIWKHVWUXFWXUHVKDV
EHHQSXEOLVKHGWRGDWH+HUHZHGHVFULEHWKHPDMRUGLIIHUHQFHVEHWZHHQWKHWZR
VWUXFWXUHV
 7KHILUVWREVHUYDWLRQLVWKDWZKLOHH[WHQVLYHFRQWDFWVSODFHUHVWUDLQWVRQWKH
KHOLFDVHFRUHWKHFRUHGRPDLQVUHWDLQPRGHUDWHIOH[LELOLW\7KHQHWHIIHFWRI51$
ELQGLQJWR0WULVDFROODSVHRIWKHHQWLUHKHOLFDVHFRUHDURXQGWKH51$)LJXUH
7KH5HF$GRPDLQVHQJDJHWKH51$EDFNERQHWKURXJKWKHFRQVHUYHGVHTXHQFHPRWLIV,D
,E,9DQG97KLVELQGLQJLVDFFRPSDQLHGE\VKLIWVWKDWEULQJWKH5HF$GRPDLQVFORVHU
WRJHWKHU2QWKHRSSRVLWHVLGHRIWKH51$WKHUDWFKHWKHOL[VKLIWVacWRLQWHUDFW
GLUHFWO\ZLWKWKH51$EDVHV/DUJHUPRWLRQVXSWRcDQGKHOLFDOUHDUUDQJHPHQWV
DUHREVHUYHGWKURXJKRXWWKHUDWFKHWGRPDLQLQUHVSRQVHWR51$ELQGLQJ)LJXUH
 7KHDUFKGRPDLQLVDOVRPRELOH7KLVLVSDUWLFXODUO\WUXHIRUWKHILVW&RPSDUHG
WRWKHDSRVWUXFWXUHURWDWLRQRFFXUVLQWKH51$ERXQGVWUXFWXUHDWWKH³ZULVW´EHWZHHQ
WKHDUPVDQGWKHILVW,QRQHRIWKHPROHFXOHVREVHUYHGLQWKH51$ERXQGFU\VWDO
VLJQLILFDQWGLVRUGHULVREVHUYHGLQWKHHOHFWURQGHQVLW\ZKLFKSUHYHQWHGPRGHOLQJRIWKH
 
 
 

ILVWVXJJHVWLQJVXEVWDQWLDOIOH[LELOLW\LQWKLVUHJLRQ:HLUHWDO,QFRQWUDVWWKH
³HOERZ´SRVLWLRQZKHUHWKHDUPVPDNHDVKDUSEHQGDSSHDUVWREHTXLWHIL[HGDQGWKH
DUPVPRYHDVDULJLGERG\)LJXUH&5RWDWLRQRIWKHDUPVZLWKUHVSHFWWRWKH
KHOLFDVHFRUHRFFXUVDWWKHMXQFWLRQZLWKWKHZLQJHGKHOL[GRPDLQ7KHGLIIHUHQWDUFK
FRQIRUPDWLRQVREVHUYHGLQWKHDSRDQG51$ERXQGVWDWHVDUHQRWDIXQFWLRQRIGLUHFW
FRQWDFWZLWK51$VLQFHQRLQWHUDFWLRQLVREVHUYHGLQWKHVWUXFWXUHEXWPD\EHDUHVXOWRI
LQGLUHFWORQJUDQJHLQWHUDFWLRQVZLWKWKHKHOLFDVHFRUH
 $QLPSRUWDQWFRQFOXVLRQIURPFRPSDULVRQRIWKH0WUVWUXFWXUHVLVWKDWHDFK
GRPDLQDSSHDUVWRURWDWHLQGHSHQGHQWO\ZLWKUHVSHFWWRWKHRWKHUGRPDLQV)LJXUH$
)XUWKHUPRUHWKHZLQJHGKHOL[GRPDLQLVVWUDWHJLFDOO\SRVLWLRQHGWRDFWDVWKHFHQWUDOKXE
DURXQGZKLFKDOORIWKHRWKHUGRPDLQVURWDWH7KHZLQJHGKHOL[GRPDLQFDQEHWKRXJKW
RIDVDWKUHHZD\MXQFWLRQZLWKWKH5HF$GRPDLQVDWWDFKHGDWWKH1WHUPLQDOHQGWKH
DUFKGRPDLQLQVHUWHGLQWKHPLGGOHDQGWKHUDWFKHWGRPDLQDWWDFKHGWRWKH&WHUPLQXV
 :LQJHGKHOL[GRPDLQVDUHFRPPRQO\XWLOL]HGWRELQG'1$DQGKDYHDOVREHHQ
REVHUYHGLQSURWHLQSURWHLQLQWHUDFWLRQV*DMLZDODDQG%XUOH\$PRQJ6NLOLNH
KHOLFDVHVWKHGRPDLQDSSHDUVWREHVWUXFWXUDOO\FRQVHUYHG+RZHYHUQRJHQHUDOIXQFWLRQ
KDVEHHQDVFULEHGWRWKLVGRPDLQRWKHUWKDQPDLQWDLQLQJWKHVWUXFWXUDOLQWHJULW\RIWKH
KHOLFDVHFRUH:RRGPDQDQG%ROW:HQRWHWKDWDQH[WHQGHGDPLQRDFLGOLQNHU
ORFDWHGLQ0WU6NLDQG+HOEHWZHHQ5HF$DQGWKHZLQJHGKHOL[WUDYHUVHVWKH
5HF$GRPDLQVDQGSODFHVWKHZLQJHGKHOL[RQWKHRSSRVLWHVLGHRIWKHKHOLFDVHIURPWKH
51$HQWU\SRLQW&RQVHTXHQWO\WKHZLQJHGKHOL[LVQRWH[SHFWHGWRLQWHUDFWZLWK51$
 
 
 

 
 
 
 
 
 
 
Figure 5-2.6XEVWUDWHELQGLQJLQGXFHVFRQIRUPDWLRQDOFKDQJHVLQ0WUA&RPSDULVRQ
RIWKHDSR-DFNVRQHWDOJUD\DQG51$$'3ERXQG:HLUHWDOFRORU
0WUVWUXFWXUHVOHIWSDQHO$OLJQPHQWZDVSHUIRUPHGE\VXSHULPSRVLQJWKHZLQJHG
KHOL[GRPDLQV7KHFDUWRRQUHQGLWLRQPLGGOHSDQHOKLJKOLJKWVGRPDLQPRWLRQV
&RYDOHQWOLQNDJHVFRQQHFWLQJWKHZLQJHGKHOL[WRWKH5HF$DUFKDQGUDWFKHWGRPDLQV
DUHLQGLFDWHG7KHZLQJHGKHOL[DOVRVWDFNVZLWK5HF$7KHULJKWSDQHOGHSLFWV
SUHGLFWHGDQGREVHUYHG51$LQWHUDFWLRQVZLWKWKH5HF$DUFKDQGUDWFKHWGRPDLQV
GHPRQVWUDWLQJWKHDELOLW\RI0WUWRLQWHUDFWZLWKHYHU\UHJLRQRIWKHXQZLQGLQJ51$
LHGXSOH[IRUNVV51$EDFNERQHDQGEDVHV7KHZLQJHGKHOL[DFWVDVDPROHFXODU
KXESRWHQWLDOO\FRRUGLQDWLQJPRWLRQVEHWZHHQWKHRWKHUGRPDLQVB&RPSDULVRQRIWKH
5HF$DQGUDWFKHWGRPDLQVLQWKHDSRDQGVXEVWUDWHERXQGVWUXFWXUHV6WUXFWXUHVZHUH
DOLJQHGDVLQ$7KH$UFK:+DQGPRVWRI5HF$DUHUHPRYHGIRUFODULW\7KH
UDWFKHWKHOL[PRWLIV,D,E,9DQG9DQGWKH KDLUSLQFROODSVHWRZDUGVWKH51$
VXEVWUDWHXSRQELQGLQJ&RQIRUPDWLRQDOVKLIWVDUHGHSLFWHGZLWKEODFNDUURZVDQGODEHOHG
ZLWKREVHUYHGGLVWDQFHV3KRVSKDWHVDUHFRORUHGWKHVDPHDVLQWHUDFWLQJKHOLFDVHPRWLIV
C6XSHUSRVLWLRQRIWKHDUFKGRPDLQVOHIWLQGLFDWHVWKDWWKHDUPVDGRSWDULJLG
VWUXFWXUH&RPSDULVRQRIWKHDUFKGRPDLQZKHQWKHZLQJHGKHOL[GRPDLQVDUHDOLJQHG
ULJKWKLJKOLJKWVFRQIRUPDWLRQDOGLIIHUHQFHVXSRQVXEVWUDWHELQGLQJ7KHULJKWYLHZ
LQFOXGHVDSRZKLWHDQGERWKPROHFXOHVIURPWKH51$ERXQGVWUXFWXUHJUHHQDQGGDUN
JUD\
 
 





 
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
LQDVLJQLILFDQWPDQQHU0LQLPDOLQWHUDFWLRQVDUHREVHUYHGEHWZHHQWKHZLQJHGKHOL[
'1$LQWKH+HOVWUXFWXUH>%XWWQHUHWDO@,QVWHDGLWLVSRLVHGWRFRRUGLQDWH
DQGSRWHQWLDOO\UHJXODWHPRWLRQVEHWZHHQWKHRWKHUGRPDLQVHDFKRIZKLFKLQWHUDFW
H[WHQVLYHO\ZLWK51$
 $GHWDLOHGXQGHUVWDQGLQJRIWKHFRQIRUPDWLRQDOG\QDPLFVHPSOR\HGE\WKH
KHOLFDVHGXULQJVXEVWUDWHUHFRJQLWLRQDQGSURFHVVLQJZLOOUHTXLUHDGGLWLRQDOVWUXFWXUDO
LQIRUPDWLRQ%DVHGRQWKHGLIIHUHQWLDODIILQLW\RIWKH0WUDUFKIRUYDULRXVVXEVWUDWHVLW
VHHPVOLNHO\WKDWVXEVWUDWHVSHFLILFLQIRUPDWLRQFRXOGEHFRPPXQLFDWHGWKURXJKRXWWKH
KHOLFDVH)RUH[DPSOHJLYHQWKHOHQJWKDQGSRVLWLRQLQJRIWKHDUFKGRPDLQVXEWOH
FKDQJHVLQ51$VHTXHQFHRUVWUXFWXUHGHWHFWHGE\WKHILVWFRXOGKDYHVLJQLILFDQW
FRQIRUPDWLRQDODQGIXQFWLRQDOHIIHFWVRQWKHKHOLFDVHFRUH&RQYHUVHO\VSHFLILFIHDWXUHV
VHQVHGE\WKHUDWFKHWKHOL[RU5HF$GRPDLQVFRXOGEHHDVLO\FRPPXQLFDWHGWRWKHSURWHLQ
VXUIDFH

RNA Processing and Degradation 

Activation of the exosome by Mtr4 and Ski2 
 $UHFHQWUHYLHZGHVFULEHVWKHUROHRI51$KHOLFDVHVLQSUHP51$VSOLFLQJ
LQFOXGLQJWKHLQWHJUDOUROHRI%UULQWKHVSOLFHRVRPH&RUGLQHWDO+HUHZH
GLVFXVVWKHUROHRI0WUDQG6NLLQH[RVRPHPHGLDWHG51$GHFD\7KHH[RVRPHLVD
ODUJHPXOWLSURWHLQULQJOLNHVWUXFWXUHLQYROYHGLQWKHSURFHVVLQJDQGGHJUDGDWLRQRID
ZLGHYDULHW\RIQXFOHDUDQGF\WRVROLF51$V%XWOHU'RPDDQG3DUNHU
-DQXV]\NDQG/LPD/HEUHWRQDQG6HUDSKLQ/\NNH$QGHUVHQHWDO
 
 
 

/\NNH$QGHUVHQHWDO0XOWLSOHQXFOHDVHVDUHDVVRFLDWHGZLWKWKHH[RVRPH
LQFOXGLQJ5US¶¶H[RQXFOHDVHDQGHQGRQXFOHDVHDQG5US¶¶H[RQXFOHDVH
DVVRFLDWHGZLWKWKHQXFOHDUH[RVRPH%XWOHU/\NNH$QGHUVHQHWDO
([RVRPHDFWLYDWLRQUHTXLUHV0WULQWKHQXFOHXVDQG6NLLQWKHF\WRVRO6FKDHIIHUHWDO
9DQDFRYDDQG6WHIO$FWLYDWLRQJHQHUDOO\RFFXUVLQWKHFRQWH[WRIODUJHU
DVVHPEOLHVLQFOXGLQJWKH0WUPHGLDWHG75$03DQG1(;7FRPSOH[HVDQGWKH6NL
PHGLDWHG6NLFRPSOH[$QGHUVRQDQG:DQJ/XEDVHWDO6FKDHIIHUHWDO
:ROLQHWDO0WUPD\DOVRLQGHSHQGHQWO\DFWLYDWHWKHH[RVRPHIRU
SURFHVVLQJRIVRPHVXEVWUDWHVVXFKDVWKH6U51$$OOPDQJHWDO%HUQVWHLQ
DQG7RWKGHOD&UX]HWDO/D&DYDHWDO
 +RZGR0WUDQG6NLVWLPXODWHH[RVRPHDFWLYLW\"2QHVLPSOHH[SODQDWLRQLV
WKDWXQZLQGLQJRI51$VHFRQGDU\VWUXFWXUHVDQGUHVROXWLRQRIULERQXFOHRSURWHLQ
FRPSOH[HVE\0WU6NLPDNHVWKH¶HQGRIWKH51$DFFHVVLEOHWRWKHH[RVRPH
$QGHUVRQDQG:DQJ+RXVHOH\DQG7ROOHUYH\7KHH[RVRPHPD\DOVR
XWLOL]HWKHWUDQVORFDWLRQDFWLYLW\SURYLGHGE\WKHKHOLFDVHPRWRUWRHIIHFWLYHO\GHJUDGH
VXEVWUDWHV$QGHUVRQDQG:DQJ([WHQVLYHFRQVHUYDWLRQLVREVHUYHGDORQJWKH
EDVHRI0WUDQG6NLZKHUH51$H[LWVWKHKHOLFDVHFRUH+DOEDFKHWDO-DFNVRQ
HWDO:HLUHWDOZKHUHDVWKHEDVHRI+HOLVPXFKOHVVFRQVHUYHG7KLV
VXJJHVWVWKDWWKHFRQVHUYDWLRQLVUHODWHGWRDIXQFWLRQFRPPRQWR0WUDQG6NLEXW
GLVWLQFWIURPFDQRQLFDOKHOLFDVHDFWLYLW\2QHSRVVLELOLW\LVWKDW0WUDQG6NLLQWHUDFW
GLUHFWO\ZLWKWKHH[RVRPHFRUHZKLFKLVURXJKO\VLPLODULQGLPHQVLRQVWRWKHEDVHRI
0WUDQG6NL-DFNVRQHWDO$VHFRQGSRVVLELOLW\LVWKDWRWKHUSURWHLQVGLUHFWO\
 
 
 

LQWHUDFWZLWKWKHEDVHRI0WUDQG6NLDQGPHGLDWHDVVRFLDWLRQZLWKWKHH[RVRPH0WU
DQG6NLDVVRFLDWLRQZLWKWKHH[RVRPHKDVEHHQGHPRQVWUDWHGin vivoWKURXJKDYDULHW\RI
FRLPPXQRSUHFLSLWDWLRQH[SHULPHQWVLQ\HDVW$UDNLHWDO3HQJHWDODQG
KXPDQ&KHQHWDO/XEDVHWDO6FKLOGHUVHWDO7RPHFNLHWDO
$OWKRXJKGLUHFWLQWHUDFWLRQVZLWKWKHH[RVRPHFRUHKDYH\HWWREHGHPRQVWUDWHG
in vitroKXPDQ0WUDSSHDUVWRGLUHFWO\LQWHUDFWZLWKWKHH[RVRPHDVVRFLDWHG
FRPSRQHQWV0SSDQG5US/XEDVHWDO6FKLOGHUVHWDO
 0DWXUDWLRQRIWKH6U51$VXJJHVWVWKDWWKHUROHRI0WULQH[RVRPHDFWLYDWLRQ
PD\EHPRUHFRPSOH[WKDQVLPSO\SURYLGLQJDQDFFHVVLEOH¶HQG&RQYHUVLRQRIWKH6
SUHFXUVRUU51$WRWKHPDWXUH6U51$LQYROYHVH[RQXFOHRO\WLFSURFHVVLQJE\5US
IROORZHGE\IXUWKHUSURFHVVLQJE\5US%HUQVWHLQDQG7RWKGHOD&UX]HWDO
%RWKRIWKHVHVWHSVUHTXLUH0WU5HPDUNDEO\ZKHQWKHDUFKGRPDLQLVUHPRYHG
IURP0WU³mtr4-archless´WKH6U51$LVHIIHFWLYHO\GHJUDGHGWRWKH6U51$
SUHFXUVRUDVWHSDVVRFLDWHGZLWK5USDFWLYLW\DWZKLFKSRLQWSURFHVVLQJVWDOOVVLPLODU
WRZKDWLVREVHUYHGLQD5USNQRFNRXW-DFNVRQHWDO7KLVLQGLFDWHVWKDW5US
DFWLYLW\LVLPSDLUHGDQGIXUWKHUVXJJHVWVWKDW0WULVDEOHWRSDUWLWLRQVXEVWUDWHVEHWZHHQ
5USDQG5USLQDQDUFKGHSHQGHQWPDQQHU5HFRPELQDQW5USFRPSOHWHO\GHJUDGHVD
QDNHG6U51$VXEVWUDWHin vitro &DOODKDQDQG%XWOHU+RZHYHUDVHSDUDWH
VWXG\VKRZHGWKDW7$3WDJSXULILHG5USIURPS. cerevisiaeFDQQRWGHJUDGH6U51$RU
W51$VXEVWUDWHVXQOHVV0WULVSUHVHQW)XUWKHUPRUHUHPRYDORIWKH0WUILVWRUWKH
HQWLUHDUFKLQKLELWV51$GHJUDGDWLRQ+ROXEHWDO7KHVHGDWDVXJJHVWWKDW5US
DVVRFLDWLRQZLWKWKHFRUHH[RVRPHZKLFKFRSXULILHGZLWK7$3WDJJHG5USKDVDQ
 
 
 

LQKLELWRU\HIIHFWRQ5USWKDWLVRYHUFRPHE\WKH0WUDUFKGRPDLQ$GGLWLRQDOVWXGLHV
DUHQHHGHGWRHOXFLGDWHWKHSUHFLVHPHFKDQLVPVLQYROYHGLQH[RVRPHDFWLYDWLRQ

Substrate recognition by Mtr4/Ski2-mediated  
macromolecular complexes 
 7KHIXQGDPHQWDOELRORJLFDOSUREOHPIRUH[RVRPHGHSHQGHQWGHFD\SDWKZD\VLV
GLVWLQJXLVKLQJWKHFRUUHFW51$VXEVWUDWHIURPDOORIWKHRWKHUFHOOXODU51$V,QDGYHUWHQW
UHPRYDORIQHHGHG51$VRUUHWHQWLRQRIXQZDQWHG51$VLVOLNHO\WRKDYHGHOHWHULRXV
FRQVHTXHQFHVIRUFHOOXODUIXQFWLRQ&RQVHTXHQWO\VXEVWUDWHUHFRJQLWLRQPXVWEHVSHFLILF
DQGFDUHIXOO\UHJXODWHG,WLVWKHUHIRUHQRWVXUSULVLQJWKDWDYDULHW\RIPXOWLSURWHLQ
FRPSOH[HVKDYHEHHQLGHQWLILHGWKDWSOD\DFULWLFDOUROHLQWDUJHWLQJVXEVWUDWHVWRWKH
H[RVRPH6LJQLILFDQWO\0WURU6NLDUHYLWDOFRPSRQHQWVRIWKHVH51$WDUJHWLQJ
FRPSOH[HV)LJXUH)RUWKHPRVWSDUWDGHWDLOHGPROHFXODUGHVFULSWLRQIRUWKHVH
FRPSOH[HVLVVHYHUHO\ODFNLQJ2XUFXUUHQWXQGHUVWDQGLQJRIWKHVHDVVHPEOLHVLV
VXPPDUL]HGEHORZ,QHDFKFDVHLPSRUWDQWVWUXFWXUDOTXHVWLRQVLQFOXGH:KDWDUHWKH
VWUXFWXUHVRIWKHLQGLYLGXDOFRPSRQHQWVDQGKRZGRWKH\DVVHPEOHWRIRUPDODUJHU
FRPSOH["+RZGRHVFRPSOH[IRUPDWLRQDIIHFWWKHDFWLYLW\IXQFWLRQRILQGLYLGXDO
FRPSRQHQWV"+RZDUH51$VXEVWUDWHVUHFRJQL]HGE\WKHFRPSOH[":KDWLVWKH
WUDMHFWRU\RIWKH51$WKURXJKWKHFRPSOH["+RZDUH51$VXOWLPDWHO\GHOLYHUHGWRWKH
H[RVRPH"

TRAMP (Trf4/5-Air1/2-Mtr4 polyadenylation complex) 
 7KHEHVWFKDUDFWHUL]HGH[RVRPHDFWLYDWLQJFRPSOH[LVWKHQXFOHDU75$03
FRPSOH[$QGHUVRQDQG:DQJ%D\QHHWDO-HQVHQDQG0RRUH
 
 
 


Figure 5-3.([RVRPHDFWLYDWLQJFRPSOH[HVDUHPHGLDWHGE\0WUDQG6NL([LVWLQJ
FU\VWDOVWUXFWXUHVDUHLQGLFDWHGVHHWH[WIRUGHWDLOV([RVRPHVWUXFWXUHVDOVRH[LVW
%XWWQHUHWDO/LXHWDO/RUHQW]HQHWDO/RUHQW]HQHWDO
1DYDUURHWDOEXWDUHQRWVKRZQ

75$03LVDSURWHLQFRPSOH[FRPSRVHGRI0WUDSRO\$SRO\PHUDVH7UIRU7UI
DQGDQ51$ELQGLQJSURWHLQFRQWDLQLQJILYH]LQFNQXFNOHV$LURU$LU+RXVHOH\DQG
7ROOHUYH\/D&DYDHWDO9DQDFRYDHWDO:\HUVHWDO7KH
FRPSOH[KDVEHHQGHVFULEHGLQ\HDVW.HOOHUHWDO/D&DYDHWDO9DQDFRYD
HWDO:\HUVHWDODQGKXPDQ/XEDVHWDODQGLQGLYLGXDOSURWHLQ
FRPSRQHQWVDUHIRXQGWKURXJKRXWHXNDU\RWLFVSHFLHV$QGHUVRQDQG:DQJ&KHQJ
 
 
 

HWDO(WKHULGJHHWDO/DQJHHWDO1DNDPXUDHWDO6FKPLGHW
DOVXJJHVWLQJWKDWWKHFRPSOH[LVIRXQGWKURXJKRXWHXNDU\RWHV,QS. cerevisiae
WZRIRUPVRI75$03KDYHEHHQGHVFULEHG75$037UI$LUDQG0WUDQG
75$037UI$LUDQG0WU+RXVHOH\DQG7ROOHUYH\/D&DYDHWDO
7KHVH75$03FRPSOH[HVORFDOL]HGLIIHUHQWLDOO\LQWKHQXFOHRSODVP75$03DQG
QXFOHROXV75$03'H]HWDO5RXJHPDLOOHHWDO:HU\HWDOEXW
WKH\DSSHDUWREHIXQFWLRQDOO\UHGXQGDQW:\HUVHWDO'HOHWLRQRI$LURU$LU
UHVXOWVLQRQO\DVOLJKWJURZWKGHIHFWZKHUHDVWKH$LU$LUGRXEOHGHOHWLRQLVHLWKHU
V\QWKHWLFDOO\OHWKDORUUHVXOWVLQDVORZJURZWKSKHQRW\SH,QRXHHWDO/D&DYDHW
DO6LPLODUO\QRJURZWKGHIHFWVDUHREVHUYHGXSRQGHOHWLRQRI7UIRU7UIEXW
WKHGRXEOHGHOHWLRQLVOHWKDO:\HUVHWDO*LYHQWKHKLJKVHTXHQFHLGHQWLW\
LGHQWLW\IRU7UI>&DVWDQRHWDO@LGHQWLW\IRU$LU>,QRXHHWDO@DQG
IXQFWLRQDOUHGXQGDQF\IRUHDFK75$03KRPRORJLWLVH[SHFWHGWKDWWKH75$03DQG
75$03FRPSOH[HVZLOODOVREHVLPLODU
 75$03DGGVDVKRUWaQWSRO\$WDLOWRWKH¶HQGRI51$VXEVWUDWHV-LDHW
DO:ORW]NDHWDOZKLFKLVSUHIHUHQWLDOO\XQZRXQGE\0WU-LDHWDO
DQGVXEVHTXHQWO\GHJUDGHGE\WKHH[RVRPH5HPDUNDEO\0WUGLUHFWO\PRGXODWHV
WKHSRO\DGHQ\ODWLRQDFWLYLW\RI7UI,QWKHSUHVHQFHRI0WU7UISRO\PHUDVHDFWLYLW\LV
HQKDQFHGXQWLOWKH51$KDVDGHQRVLQHVDWWKH¶HQGDWZKLFKSRLQW7UIDFWLYLW\LV
VHYHUHO\LQKLELWHG-LDHWDO6LPLODUO\0WUKHOLFDVHDFWLYLW\LVHQKDQFHGVLPSO\
E\ELQGLQJWR7UI$LU-LDHWDO,WLVFOHDUWKDW0WUKDVWKHDELOLW\WRGHWHFWWKH
OHQJWKRIDSRO\$WDLOZKLFKGLUHFWO\LQIOXHQFHV7UIDQG0WUDFWLYLW\LQD75$03
 
 
 

FRQWH[W-LDHWDO$SRLQWPXWDWLRQLQWKHUDWFKHWGRPDLQ($GLVUXSWV
PRGXODWLRQRI7UIDFWLYLW\E\0WU-LDHWDO,QWKH51$ERXQGFU\VWDO
VWUXFWXUH:HLUHWDOWKLVUHVLGXHLVORFDWHGQHDURQHRIWKH51$EDVHVDQG
SRWHQWLDOO\KHOSVUHFRJQL]HWKHSRO\$VHTXHQFHEXWWKHPHFKDQLVPVLQYROYHGLQ
VHTXHQFHUHFRJQLWLRQKDYHQRWEHHQFOHDUO\GHOLQHDWHG
 8QGHUVWDQGLQJWKHDVVHPEO\RIWKH75$03FRPSOH[LVDQDFWLYHIRFXVRI
LQYHVWLJDWLRQ7UIDQG$LUDUHWLJKWO\DVVRFLDWHGin vitroUHPDLQLQJLQFRPSOH[DERYH
01D&OZKLOH0WULQWHUDFWLRQLVPRUHG\QDPLFDQGGLVVRFLDWHVIURP7UI$LUDURXQG
P01D&O.HOOHUHWDO/D&DYDHWDO9DQDFRYDHWDO$UHFHQW
FU\VWDOVWUXFWXUHRIWKHFDWDO\WLFGRPDLQRI7UIERXQGWR$LU]LQFNQXFNOHVUHYHDOV
WKDWWKHVHWZRSURWHLQVLQWHUDFWSULPDULO\WKURXJK]LQFNQXFNOHDQGDORRSEHWZHHQ]LQF
NQXFNOHVDQG+DPLOOHWDO$Q105VWUXFWXUHRI$LU]LQFNQXFNOHVZDV
DOVRUHFHQWO\UHSRUWHG+ROXEHWDO7KLVLQWHUDFWLRQKDVEHHQFRQILUPHGE\
PXWDJHQLFDQDO\VLV)DVNHQHWDO+DPLOOHWDO+ROXEHWDO7KHVLWH
RI0WULQWHUDFWLRQVLVOHVVZHOOXQGHUVWRRGIn vitroSXOOGRZQDVVD\VIURPWKH&RQWLODE
:HLUHWDODQGRXUODEXQSXEOLVKHGGDWDLQGLFDWHWKDWWKHKHOLFDVHFRUHLV
VXIILFLHQWWRIRUPD75$03OLNHFRPSOH[LHWKH1WHUPLQXVDQGDUFKGRPDLQVDUHQRW
UHTXLUHG6LPLODUO\DGRPDLQGHOHWLRQVWXG\VKRZVWKDW75$03IDLOVWRSXOOGRZQZLWK
0WUZKHQDQ\RIWKHLQGLYLGXDOKHOLFDVHFRUHGRPDLQVDUHUHPRYHG+ROXEHWDO
DOWKRXJKLWLVQ¶WFOHDUZKDWHIIHFWGHOHWLRQRILQGLYLGXDOFRUHGRPDLQVKDVRQWKHRYHUDOO
VWUXFWXUHRUORFDOL]DWLRQ3UHVXPDEO\WKH7UI$LUGRFNLQJVLWHZRXOGEHORFDWHG
QHDUWKH51$HQWU\VLWHLQ0WU$IHZFRQVHUYHGSDWFKHVRQWKHVXUIDFHRI0WUWKDWDUH
 
 
 

QRWIRXQGLQ6NLVXJJHVWSRWHQWLDOLQWHUDFWLRQUHJLRQV:HLUHWDOEXWWKH
ORFDWLRQRI75$03DVVHPEO\RQ0WUUHPDLQVREVFXUH5HFHQWVWXGLHVKRZHYHUVKRZ
WKDWWKH1WHUPLQXVRI$LULQWHUDFWVGLUHFWO\ZLWK0WUDQGPD\SURYLGHDEULGJH
EHWZHHQ0WUDQG7UI+ROXEHWDO(DUOLHU\HDVWK\EULGVWXGLHVLQGLFDWHG
WKDWDQ1WHUPLQDOUHJLRQRI7UILVUHTXLUHGIRU0WULQWHUDFWLRQ/D&DYDHWDO
1RVWUXFWXUHVRIWKHUHOHYDQWUHJLRQVLQ$LURU7UIDUHFXUUHQWO\DYDLODEOH

NEXT (Mtr4-Rbm7-ZCCHC8) 
 $QRWKHU0WUPHGLDWHGDFWLYDWRURIWKHH[RVRPHLVWKHKXPDQQXFOHDUH[RVRPH
WDUJHWLQJFRPSOH[1(;7ZKLFKZDVUHFHQWO\LGHQWLILHGE\FRLPPXQRSUHFLSLWDWLRQ
VWXGLHVDQGVKRZQWRWDUJHWSURPRWHUXSVWUHDPWUDQVFULSWV352037VIRUGHJUDGDWLRQ
E\WKHH[RVRPH/XEDVHWDO/LNH75$03WKH1(;7FRPSOH[FRQWDLQV
FRPSRQHQWVLQFOXGLQJ0WUD]LQFNQXFNOHSURWHLQFDOOHG=&&+&DQGDSXWDWLYH51$
ELQGLQJSURWHLQ5EP+RZHYHUQRSRO\$DFWLYLW\LVDVVRFLDWHGZLWK1(;7
LQGLFDWLQJWKDWSRO\DGHQ\ODWLRQLVQRWUHTXLUHGIRUGHJUDGDWLRQLQWKLVFRQWH[W,QKXPDQV
1(;7LVORFDOL]HGLQWKHQXFOHXVZKLOH75$03DSSHDUVWREHFRQILQHGWRWKHQXFOHROXV
6LQFH0WULVVKDUHGE\ERWKFRPSOH[HVLWKDVEHHQVXJJHVWHGWKDW0WUSRWHQWLDOO\DFWV
DVDFRPPRQVFDIIROGIRUDYDULHW\RISURWHLQFRPSOH[HVDLPHGDWVKXWWOLQJVXEVWUDWHVWR
WKHH[RVRPH/XEDVHWDO,WZLOOEHLQWHUHVWLQJWROHDUQZKHWKHU0WULQWHUDFWV
ZLWKHDFKFRPSOH[DQGRWKHU\HWWREHGLVFRYHUHGFRPSOH[HVLQDVLPLODUPDQQHU)RU
H[DPSOHGRHVWKHSXWDWLYH0WU=&&+&LQWHUDFWLRQUHVHPEOHWKDWRIWKH75$03
0WU$LULQWHUDFWLRQ"

 
 
 

FFC (FRQ-FRH complex) 
 7KH)5+)54LQWHUDFWLQJ51$KHOLFDVHSURWHLQIURPN. crassaLVDKRPRORJ
RIS. cerevisae 0WUVHTXHQFHLGHQWLW\VLPLODULW\DQGLVDQLQGLVSHQVDEOH
FRPSRQHQWRIWKHFLUFDGLDQFORFN%DNHUHWDO)5+IRUPVDVWRLFKLRPHWULF
FRPSOH[ZLWKWKH)UHTXHQF\SURWHLQ)54WKDWUHJXODWHVRVFLOODWLQJJHQHH[SUHVVLRQ
&KHQJHWDO7KH)54)5+FRPSOH[))&DFWVZLWKLQDQHJDWLYHIHHGEDFNORRS
WKDWUHSUHVVHVWUDQVFULSWLRQRIVSHFLILFJHQHVLQFOXGLQJWKHfrq DOOHOHE\ELQGLQJDQG
SURPRWLQJSKRVSKRU\ODWLRQRIWKHZKLWHFROODUFRPSOH[:&&WUDQVFULSWLRQSURPRWHU
%DNHUHWDO)5+LVUHTXLUHGIRUWKHGLUHFWLQWHUDFWLRQEHWZHHQ))&DQG:&&
&KHQJHWDO0RUHRYHU))&QHJDWLYHO\UHJXODWHV)54H[SUHVVLRQE\
VSHFLILFDOO\ELQGLQJfrqP51$DQGPHGLDWLQJLWVH[RVRPDOGHFD\*XRHWDO
0XWDWLRQRIWKHFRQVHUYHGDUJLQLQH5WRKLVWLGLQHDOORZVWKHIRUPDWLRQRIWKH))&EXW
DEROLVKHVLQWHUDFWLRQVZLWK:&&6KLHWDO,QWHUHVWLQJO\WKHHTXLYDOHQWUHVLGXH
LQS. cerevisiae 0WU5LVDFRQVHUYHGVROYHQWH[SRVHGUHVLGXHSRVLWLRQHGRQWKH
XSSHUUHJLRQRIWKHILVW.2:PRWLILQWKHDUFK-DFNVRQHWDO7KXVLQWKLV
V\VWHPWKHDUFKGRPDLQDSSHDUVWRSOD\DQLPSRUWDQWUROHLQFRPSOH[IRUPDWLRQ

Ski complex (Ski2-Ski3-Ski8) 
 7KH6NLFRPSOH[FRPSRQHQWVDUHFRQVHUYHGLQPRVWHXNDU\RWHVLQFOXGLQJKXPDQ
DQGSURPRWHVGHJUDGDWLRQRIP51$VE\WKHF\WRVROLFH[RVRPH6FKDHIIHUHWDO
,WLVFRPSRVHGRI6NLDWHWUDWULFRSHSWLGHSURWHLQ6NLDQGD:'UHSHDWSURWHLQ
6NL%URZQHWDO7KHFRPSOH[ZDVRULJLQDOO\GHVFULEHGDVDWULPHU%URZQHW
DOEXWVXEVHTXHQWPDVVVSHFDQDO\VLVLQGLFDWHVWKDWLWLVDWHWUDPHUFRQWDLQLQJWZR
 
 
 

FRSLHVRI6NL6\QRZVN\DQG+HFN$FWLYDWLRQRIWKHH[RVRPHDOVRUHTXLUHVDQ
DFFHVVRU\SURWHLQ6NLWKDWKDVEHHQVKRZQWRSK\VLFDOO\OLQNWKHWZRSURWHLQ
PDFKLQHULHV$UDNLHWDO$FU\VWDOVWUXFWXUHRI6NLUHYHDOVDVHYHQEODGHG 
SURSHOOHUWKDWLVSURSRVHGWRIXQFWLRQDVDVFDIIROGSURWHLQ&KHQJHWDO0DGURQD
DQG:LOVRQ<HDVWK\EULGVFUHHQVDQGFRLPPXQRSUHFLSLWDWLRQVWXGLHVLQGLFDWH
WKDWWKH1WHUPLQXVRI6NLDVVRFLDWHVGLUHFWO\ZLWK6NLZKLOHGLUHFWLQWHUDFWLRQVZLWK
6NLRU6NLDUHQRWREVHUYHG:DQJHWDO:KLOHWKH6NLFU\VWDOVWUXFWXUH
SURYLGHVOLWWOHLQIRUPDWLRQUHJDUGLQJFRPSOH[DVVHPEO\+DOEDFKHWDO
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 $VWKHDERYHFRPSOH[HVGHPRQVWUDWHWKHDVVHPEO\RIGLIIHUHQWSURWHLQVRQ0WU
DQG6NLDOORZIRUWDUJHWLQJRIDYDULHW\RI51$VXEVWUDWHVIRUH[RVRPHSURFHVVLQJDQG
GHJUDGDWLRQ7KH)&&FRPSOH[DOVRKLJKOLJKWVWKHSRWHQWLDORIVRPHFRPSOH[HVWRDIIHFW
SURWHLQSRVWWUDQVODWLRQDOPRGLILFDWLRQV,WZRXOGQRWEHVXUSULVLQJWRGLVFRYHUPRUH
FRPSOH[HVWKDWH[SDQGWKHYHUVDWLOLW\RIWKHVHKHOLFDVHV'HVSLWHWKHYDOXDEOHLQVLJKW
SURYLGHGE\WKHFXUUHQWVWUXFWXUHVZHDUHMXVWEHJLQQLQJWRXQGHUVWDQGKRZ51$
VXEVWUDWHVDUHUHFRJQL]HGDQGLQWHUDFWZLWK6NLOLNH51$KHOLFDVHV7KHLQWHUDFWLRQRI
WKHVHKHOLFDVHVLQODUJHUFRPSOH[DVVHPEOLHVLVDFULWLFDOTXHVWLRQWKDWSURPLVHVWREHDQ
DFWLYHIRFXVRIFRQWLQXHGUHVHDUFK
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CHAPTER 6 
SUMMARY AND FUTURE DIRECTIONS 
 
Summary 
 The Ski2-like RNA helicase Mtr4 is a conserved and essential protein that is 
necessary for proper RNA quality control, RNA processing and gene regulation in 
eukaryotes.  Mtr4 acts as a vital member of large multiprotein complexes, including the 
TRAMP complex, to activate 3’ end decay of RNA substrates by the exosome. Central to 
TRAMP function is the Mtr4 poly(A) tail sensing mechanism that regulates both Trf4 
polymerase and Mtr4 unwinding activities.   
 A strong foundation for understanding the role of Mtr4 function in exosome 
activation and TRAMP regulation has been established by this work.  The first x-ray 
crystal structure of Mtr4 was determined (Chapter 3) (Jackson et al., 2010) which 
revealed that Mtr4 contains a four domain core (domains include RecA1, RecA2, winged 
helix and ratchet domain) observed in other Ski2-like and DEAH/RHA-box helicases.  
The helicase core contains all the features observed in the structure of the DNA helicase 
Hel308 that is implicated in processive strand unwinding, namely, the conserved motifs 
of the RecA domains, the β-hairpin and the ratchet helix.   
 The structural similarity between Mtr4 and other Ski2-like helicases was obscured 
from sequence analysis by the presence of a large arch-like domain inserted within the 
winged helix.  The arch is poised directly above the putative RNA entry site, suggesting 
that it may interact with structured regions of RNA. Indeed, the Arch domain binds 
hypomodified tRNA and pre-rRNA (Figure 6-1).  Removal of the arch domain does not 
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disrupt ATPase, RNA unwinding or TRAMP forming capabilities in vitro (Chapter 3 and 
data not shown) but does impact exosome activation in vivo. In S. cerevisiae an mtr4-
archless mutant displayed impaired growth and the inability to activate some functions of 
the exosome.  A buildup of rRNA processing intermediates 5.8S + 30 rRNA and 5’ ETS 
was observed in the mtr4-archless strain resembling that of an Rrp6 knockout, suggesting 
an interaction between Rrp6 and the arch domain.   
 Conservation analysis demonstrated that the surface of the putative RNA exit site 
is highly conserved in Mtr4 and its cytosolic homolog Ski2, suggesting a common 
helicase-exosome interface. Further experimentation is required to explore the possible 
structural interactions between Mtr4 and the RNA exosome. 
 A second Mtr4 structure bound to RNA and ADP (Weir et al., 2010) confirmed 
that Mtr4 RNA binding is analogous to that observed in the Hel308 structure and 
provided an opportunity for comparison of apo and substrate bound Mtr4 structures.  
Structure and conservation studies of Mtr4 and other Ski2-like and DEAH/Box helicases 
identified conserved residues along the ratchet helix likely involved in RNA unwinding 
(Chapter 4).   
 Significantly, the residue of the 4th turn of the ratchet helix is identically 
conserved through all helicases known to contain a ratchet helix, although residue 
identity is variable helicase to helicase.  Mutagenic studies of this position (E1033) in 
Mtr4 demonstrated that the identity of the residue directly influences in vitro unwinding 
rate constants, does not impact substrate binding but is involved in RNA dependent 
ATPase enhancement (Chapter 4).  The E1033A mutant displayed an increased, and the 
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E1033W mutant displayed a decreased unwinding rate constant compared to wild-type 
Mtr4 on a 16 bp substrate with a 6 nt poly(A) overhang. Interestingly, the functional 
affinity for the poly(A) substrate was less than that observed in wild-type for both 
mutants suggesting that E1033 may act to sense features of the poly(A) tail.  Further 
studies of the residues along the RNA binding path are currently underway and are 
described in more detail below.  These studies aim to determine the molecular features 
and mechanisms utilized by Mtr4 to sense the identity of RNA substrates and translate 
sequence characteristics into enhancement of Mtr4 unwinding and modulation of Trf4 
polymerization. 
 The Mtr4 apo and substrate bound structures provide the greatest amount of 
structural information regarding Ski2-like RNA helicases available to date.  Within 
Chapter 5 we have reviewed the structural similarities between Ski2-like RNA helicases 
and highlight the conformational changes observed in Mtr4 upon substrate binding. 
Notably, analysis of conformational differences between Mtr4 structures illuminates the 
role of the winged helix domain as a molecular hub that coordinates domain motions 
within the helicase during RNA interaction events. Because of its central location, the 
winged helix domain is a prime target for interactions that might modify/regulate Mtr4 
activity such as posttranslational modifications or protein-protein interactions.  A 
common theme among all Ski2-like RNA helicases is their association with large protein 
complexes.  Mtr4 is a member of several exosome activating complexes (TRAMP4, 
TRAMP5, NEXT and FFC), and the cytosolic homolog of Mtr4, Ski2, forms the 
exosome activating Ski complex (Chapter 5).  The common catalytic denominator 
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between all these assemblies is a Ski2-like helicase with an arch domain.  How these 
complexes assemble and how Mtr4 activity is employed to activate the exosome remains 
to be determined through future biochemical and structural studies.    
 The structural, conservational and biochemical analysis of Mtr4 described in this 
dissertation has provided a strong molecular framework for studies aimed at exploring 
Mtr4 activity and its fundamental role in RNA processing and surveillance.  However, 
many molecular details of Mtr4 function remain unanswered.  The foremost unanswered 
questions are: How are RNA substrates that require decay selected over functional 
RNAs?  How does Mtr4 act on RNAs during translocation and/or RNA sensing?  What 
features of Mtr4 are required for assembly into larger complexes? How does Mtr4 
activate the exosome?  The future directions that should be pursued along with 
descriptions of existing preliminary data and relevant citations are described below.   
 
Future directions 
How does Mtr4 specifically interact with RNA?   
 The alignment of the Mtr4 structure the DNA bound Hel308 structure (Chapter 3) 
provided the first insight of how Mtr4 might bind to an RNA substrate (Buttner et al., 
2007).  Although the RNA bound Mtr4 structure does reveal some details regarding Mtr4 
binding, the single stranded 5 nt long oligo(A) observed in the density only provides 
binding information for the RecA folds and a few residues of the ratchet domain (Weir et 
al., 2010).   To obtain information regarding strand splitting and interactions of duplex 
substrate with the arch domain, a crystal structure of Mtr4 with a structured RNA 
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substrate such as a tRNA or rRNA would be ideal.  Efforts to produce Mtr4-RNA crystals 
have been carried out with some promising outcomes (Figure 6-2).   
 Crystallization trials of Mtr4 with structured nucleic acid promise future 
structures. In an attempt to produce RNA at the quality and quantity required for 
crystallization trials, an in vitro transcription reaction protocol for tRNAimet , pre-rRNA 
and other RNAs was developed (Chapter 2).  Several Mtr4 constructs bind these 
structured RNAs (Figure 6-1) and preliminary crystal screens have been attempted with 
tRNAimet and Mtr4 constructs, although no crystals have been observed to date. 
  The difficulty in obtaining crystals may be due to heterogeneity of the 3’ and 5’ 
ends. Often heterogeneous ends of RNA substrates inhibit crystal formation and/or 
growth. The remediation to homogenous substrates greatly improves the possibilities of 
crystal production with RNA (Doudna, 1997). The Rob Batey and James Kieft labs have 
created plasmids and optimized a RNA native affinity purification method that produces 
RNAs with homogenous ends (Batey and Kieft, 2007; Kieft and Batey, 2004).  This 
method incorporates a stem loop into the transcribed RNA that follows a glmS 
ribosozyme used to cleave the RNA in a homogenous manner at the 3’ end.  The stem 
loop is recognized by a His-tagged MS2/MBP protein.  Transcribed RNA is purified by 
incubating the RNA substrate with His-tagged MS2/MBP protein over Ni-resin.  The 
RNA is bound at the stem loop by MS2/MBP and the unwanted products of transcription 
are washed from the resin.  The RNA is eluted by treating the ribozyme with 
glucosamine-6-phosphate, which induces cleavage.  We have recently acquired the  
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Figure 6-1. The core and fist of Mtr4 bind structured RNA. (A) Mtr4 full length, archless 
and fist proteins were incubated with 32P labeled tRNAimet at concentrations of 0.45 µM, 
1.5 µM, 45 µM and 150 µM after which samples were run on a 15% polyacrylamide gel.  
Binding to Mtr4 is observed as a shift in position on the gel and is indicated left. (B) 
Samples were prepared and run on a polyacrylamide gel as in A except that a 32P labeled 
rRNA substrate was used. 
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plasmids for the expression and purification of the MS2/MBP protein as well as the 
transcription vector carrying the stem loop and ribozyme sequence.  The method remains 
to be tested in the lab but promises to yield large volumes of pure RNA with homogenous 
3’ ends. 
 It has been shown by the Conti lab (Weir et al., 2010) and our lab (Figure 6-1) 
that full length, archless and fist Mtr4 constructs can bind structured RNAs.  
Crystallization trials with RNA and Mtr4 constructs, including the fist of Mtr4 have been 
attempted, although many more avenues of trial with Mtr4 constructs and RNA species 
remain to be probed.   
 Mtr4 crystallizes in the presence of nucleic acid. It is encouraging to note that full 
length Mtr4 has produced several crystal forms in the presence of RNA (Chapter 2, Table 
2-1).  The most promising of these preliminary crystals are those of Mtr4 with a DNA 
hairpin (see Chapter 2 for methods) because they are reproducible, behave reasonably 
well in cryosolution and diffracts x-rays (10-20 Å).  Mtr4-DNA hairpin crystals are 
grown in 0.1 M SPG (succinic acid, sodium dihydrogen phosphate, and Glycine) buffer at 
pH 8-9 and 25% PEG 1500 at a 1:1 protein:well solution ratio.  Analysis of the crystals 
showed that degradation was occurring during the crystallization process (Figure 6-2 C).  
Mass spec analysis showed that that Mtr4 protein within the crystals lacked the N-
terminal region and were cleaved between residues 360 and 390 of Mtr4.  The region 
between 360 and 390 is called the loop region because in the structure of Mtr4 it forms a 
non-structured loop.  Mtr4 constructs with the N-terminus and loop removed have 
crystallized in the presence of hairpin nucleic acid (Chapter 2 Table 2-2).  These crystals  
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 Figure 6-2.  Mtr4 protein crystal growth in the presence of nucleic acid. (A) An Mtr4 
crystal grown in the presence of a 10 nt poly(A) oligomer.  Crystallization conditions are 
displayed below. (B) Crystals grown in the presence of the 37 nt DNA hairpin, conditions 
below.  (C) Gel demonstrating the proteolysis occurring in the Mtr4 + DNA hairpin 
crystals and drop solution. 
 
 
 
grow well at room temperature and 13°C, however, they do not diffract beyond 10 Å.  
Further optimization of this crystallization condition may allow for diffraction to 
higher resolution.  The duplex nature of the substrate promises to provide many important 
details to Mtr4 RNA binding and unwinding function if a co-crystal structure with the 
hairpin and Mtr4 is determined.  The most obvious place to begin optimization is with the 
nucleic acid substrate.  Crystals were obtained primarily with a DNA sequence but 
subsequent trials demonstrated that in vitro derived RNA hairpin will also promote 
crystallization.   
 Modification of the length and sequence of the 3’ overhang would be a good place 
to begin optimization efforts, followed by modification of the hairpin region.  It is 
possible that the hairpin causes some heterogeneity in the RNA.  An approach where the 
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hairpin is removed and two nucleic acid strands are annealed for crystallization may 
improve diffraction by eliminating the possibility of multiple annealing options in the 
substrate.  Also, a minimal region of Mtr4 has been defined for crystallization.  Further 
exploration of Mtr4 N-terminal truncations may aid in improving the diffraction quality 
of the crystals. In summary, Mtr4 does crystallize with nucleic acid (Figure 6-2) and 
further optimization of the crystallization conditions listed in Table 2.2 in the methods 
chapter may improve the diffraction needed to obtain structural data of Mtr4 with a 
structured nucleic acid substrate. 
 
How does Mtr4 couple ATPase activity to unwinding? 
 Mtr4 possesses RNA dependent ATPase and ATP dependent RNA unwinding 
activities (Bernstein et al., 2008; Wang et al., 2008). The Hel308 structure bound to a 
partially unwound duplex DNA (Buttner et al., 2007) provides the molecular model for 
translocation generally accepted in the field for super family 2 helicases containing a 
beta-hairpin and ratchet helix.  The model suggests that Mtr4 works along the backbone 
of the RNA strand in an inch worm mechanism promoted by motions caused by ATP 
binding, hydrolysis and nucleotide release. The model also suggests that motions of 
domain 2 are propagated to domain 4 via surface contacts to provide some processivity to 
the reaction.   The comparison of apo and the RNA/ADP bound structures of Mtr4 
allowed for analysis of possible conformations that occur upon substrate binding (Weir et 
al., 2010).  A comparison of the structures allowed for the identification of residues 
within the core that are likely important for coupling ATPase activity to RNA unwinding.   
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 Several identified residues were mutated expressed and purified as performed for 
wild type protein.  Included were residues Q154 and R547 that interact directly with the 
adenosine ring of ADP.  Q154 binds the N6 and N7 positions of the adenosine ring in a 
bidentate manner and R547 swings about 2 Å to stack with the adenosine ring. The slight 
motion between domain 1 and 2 caused by R547 stacking with nucleotide may be enough 
to promote translocation.  Indeed mutation of Q154 and R457 to alanine significantly  
 
  
Figure 6-3. The ATPase activity of Mtr4 helicase core mutants.  The ATPase activity of 
Mtr4 wild type (WT), and core mutants was determined using a malachite green 
colorimetric assay.  Following methods described in Chapter 4, reactions containing 300 
nM of enzyme and indicated concentration of RNA were initiated with 2 mM 
ATP/MgCl2 and change in absorbance at 620 nm was observed over time.  Shown is the 
rate of release of inorganic phosphate in mM min-1.  The SS-CC sample stands for the 
S199C/S205C double mutant. 
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disrupted the RNA dependent ATPase activity of Mtr4 (Figure 6-3).  How this disruption 
affects unwinding remains to be tested. 
 Several residues that form the conserved motif Ia were targeted for investigation.  
These included P200, S199, and S205.  Alignment with apo Mtr4 demonstrated that P200 
may restrict the rotameric flexibility of the residues of the DExH/D-box motif II.  It 
appears that upon RNA binding P200 shifts towards the D262 and E263 residues, 
sterically inhibiting the rotamers modeled in the apo structure.  To test the hypothesis that 
the bulk of P200 is required for ATP hydrolysis P200 was mutated to a glycine.  The 
P200G mutation demonstrated no ATP hydrolysis activity (Figure 6-3).  Serine residues 
199 and 205 that flank either end of P200 are rotamericaly modeled pointing at each 
other with their representative hydroxyl groups.  The proximity of these residues appears 
to differ between the apo and substrate bound structures and it was hypothesized that 
formation of a disulfide linkage between the residues might constitutively activate or 
deactivate the ATPase/unwinding activity.  The presence of RNA appears to stimulate 
ATPase activity in the S199C/S205C (SS-CC) double mutant in a reducing environment 
(2mM DTT) (Figure 6-3). The mutant remains to be tested in an oxidative environment, 
concurrent with wild type to analyze if the mutation has truly affected the coupling of 
RNA binding to ATPase activity.   
 Helicase core residues that may be involved in interactions between domains 2 
and 4 were also identified, including E420, K484, and H476.  These three residues were 
mutated to alanines and the H476A mutant showed little unwinding or ATPase activity 
when tested. E420A and K484A remain to be assayed for activities.  The ratchet helix 
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residue R1026 is also implicated in motion transfer from domain 2 to domain 4 as well as 
Poly(A) sensing (see below) but mutations of this residue have yet to be made. 
 Several helicase core mutants have been constructed and provide the future 
researcher with a wealth of constructs that can be analyzed biochemically.  Ideally crystal 
structures could be pursued with mutants that show interesting biochemical function in an 
effort to elucidate the detailed molecular mechanism of ATPase and unwinding activities.  
 
How does Mtr4 sense the poly(A) tail of  
RNA substrates? 
 In Chapter 4 it was shown that residue E1033 regulates the unwinding activity of 
Mtr4 and may be involved in sensing substrate characteristics.  To further characterize 
the residues that lie along the RNA binding path, a R1030A mutant has been constructed, 
expressed and purified and is under current kinetic investigation.  R1030A displays 
reduced unwinding compared to wild-type (Figure 6-4B), confirming a functional defect 
suggested by the in vivo studies described in Chapter 4.  We aim to determine the 
unwinding rate constants necessary to evaluate this mutant as well as the 
R1030A/E1033A double mutant and will hopefully wrap our findings into the results 
described in Chapter 4.  Furthermore, in a search for what sequence characteristics 
contribute to the sensing mechanism we probed a RNA substrate with a CCACCA 3’ end 
overhang.  Mtr4 unwound this substrate very poorly (Figure 6-4A) suggesting that the 
mechanism by which Mtr4 recognizes sequence characteristics is more complex than 
simply selecting poly(A) over non-poly(A).  An in depth analysis of several overhangs  
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Figure 6-4. Probing the substrate sensing mechanism of Mtr4. (A) Wild type Mtr4 
displaces a 32P labeled 16 nt top strand from a poly(A) overhang strand in a robust 
manner (left).  Mtr4 does not displace the top strand from CCACCA overhang strand 
(right). (B) The R1030A mutant displays slow unwinding at 800 nM concentration 
compared to other Mtr4 constructs.  The curves show the calculated fraction unwound 
over time of 32P displacement from a strand containing a poly(A) overhang with E1033A, 
wild type (WT), E1033W and R1030A constructs.  The inset is the displacement 
observed in R1030A. 
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consisting of cytosines and adenosines is proposed.  The analysis would describe the 
minimum location and identity of nucleotides in the overhang required for unwinding 
enhancement.  Our discovery that a sequence containing cystosines dissuades unwinding 
suggests that a mechanism may be present that causes avoidance of certain substrates. 
The CCA sequence is of particular interest because tRNAs are appended with this feature 
and it may be a mechanism to avoid selection by Mtr4 and/or TRAMP mediated 
degradation pathways. 
 
How does Mtr4 assemble into large exosome  
activating complexes? 
 Mtr4 is the central component to many exosome activating complexes.  These 
complexes are not all equivalent in architecture yet all select specific RNAs for 
degradation by the exosome.  Future studies directed at obtaining crystals structures of 
these intricate machineries are necessary to understand the fundamental questions of how 
these complexes assemble and how the individual components act in concert to recognize 
substrate and activate the exosome.  Currently we have constructs of Mtr4 from S. 
cerevisiae, S. pombe and H. sapiens.  Significant effort has been made to obtain TRAMP 
crystal structures however much can be done to optimize the screens including the use of 
truncation mutants and the addition of RNA substrates.  To date no trials of Mtr4 from S. 
pombe with Cid14 and/or other S. pombe TRAMP components has been attempted.  
Human Mtr4 provids a wealth of opportunities for obtaining a complex structure in that 
hMtr4 not only interacts with a homologous TRAMP complex but also with the NEXT 
complex. We currently have DNA for hMtr4 but are having and the DNA for the human 
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NEXT complex components Rbm7 and Zcchc8.  One notable observation regarding the 
NEXT complex is that within the primary manuscript a WD-40 protein was also 
identified to associate with Mtr4.  Interestingly Ski8 from the Ski2 complex is a WD-40 
protein.  We have expressed and purified Ski8 from S. cerevisiae in our lab and it would 
be interesting to explore if Ski8 can bind Mtr4 and may in fact stabilize complex 
interactions.  
 A very interesting Mtr4-mediated complex is the FFC (FRH-FRQ complex) 
observed in the circadian clock of N. crassa.  We do not have the DNA for the N. crassa 
homolog of Mtr4, FRH.  However, the structure of this complex should be pursued.  
Circadian clocks are observed throughout all eukaryotes, and while it is unclear if Mtr4 is 
involved in the circadian rhythms of higher organisms a structure of the FFC would 
provide needed insight and significant impact to the circadian rhythm field of study.   
 
Conclusion  
 Many opportunities are available for future research with Mtr4 and Mtr4 
homologs.  Mtr4 from S. cerevisiae is amenable to crystallization with nucleic acid and 
with the recent development of the in vitro transcription technique in the Johnson lab the 
sky is the limit for Mtr4-nucleic acid crystallization trials.  A myriad of Mtr4 mutants 
probing core functions have been made and provide the future researcher with a wealth of 
avenues for probing the translocation and sensing mechanisms of Mtr4.  Lastly Mtr4 
assembles into several different protein complexes providing much opportunity for 
protein complex crystallography and biochemical analysis.  It is hoped that this 
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dissertation can provide a framework and direction for future studies that will answer the 
important remaining questions of Mtr4 function.  
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